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DESCRIPTION 



PARAMYXOVIRUS -DERIVED RNP 

5 Technical Field 

The present invention relates to paramyxovirus-derived 
ribonucleoprotein complex and the utilization thereof. 

Background Art 

10 Paramyxovirus is a virus comprising negative-strand RNA as the 

genome. Negative-strand RNA viral vectors have several 

characteristics significantly different from retroviruses, DNA 
viruses or positive-strand RNA virus vectors . Genomes or antigenomes 
of negative-strand RNA viruses do not directly function as mRNA, so 

15 they cannot initiate the synthesis of viral proteins and genome 
replication. Both RNA genome and antigenome of these viruses always 
exist in the form of a ribonucleoprotein complex (RNP) , so they hardly 
cause problems caused by antisense strands, such as interfering with 
the assembly of genome to RNP due to mRNA hybridizing with naked 

20 genomic RNA, as in the case of positive strand RNA viruses. These 
viruses comprise their own RNA polymerases, performing the 
transcription of viral mRNAs or replication of viral genomes using 
RNP complex as the template. Worthy of mentioning is that 
negative-strand RNA (nsRNA) viruses proliferate only in the cytoplasm 

25 of host cells, causing no integration thereof into chromosomes, 
because they do not go through a DNA phase. Furthermore, no homologous 
recombination among RNAs has been recognized. These properties are 
considered to contribute a great deal to the stability and safety 
of negative-strand RNA viruses as gene expressing vectors. 

30 Among negative-strand RNA viruses, present inventors have been 

focusing their attention on the Sendai virus (SeV) . Sendai virus is 
a non-segmented type negative-strand RNA virus belonging to the genus 
Paramyxovirus, and is a type of murine parainfluenza virus. This 
virus has been said to be non-pathogenic towards humans. In addition, 

35 an attenuated laboratory strain (Z strain) of Sendai virus has been 
isolated, which only induces mild pneumonia in rodents, the natural 
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hosts (J. General Virology (1997) 78, 3207-3215). This strain has 
been widely used as a research model for molecular level studies of 
the transcription-replication mechanism of paramyxoviruses. Sendai 
virus attaches to the host cell membrane and cause membrane fusion 
5 via its two envelope glycoproteins, hemagglutinin-neuraminidase (HN) 
and fusion protein (F) , and efficiently releases its own RNA 
polymerase and RNA genome existing in the form of ribonucleoprotein 
complex (RNP) into the cytoplasm of host cells to carry out 
transcription of viral mRNA and genome replication therein (Bitzer, 

10 M. et. al., J. Virol. 71(7): 5481-5486, 1997). 

Present inventors have hitherto developed a method for 
recovering infectious Sendai virus particles from cDNA corresponding 
to Sendai virus genome. In this method, for example, after infecting 
LLC-MK2 cells with vaccinia virus encoding T7 RNA polymerase, the 

15 cells are further transfected simultaneously with three plasmids 
encoding the antigenome of Sendai virus under the control of T7 
promoter, the nucleoprotein (NP) of Sendai virus and the RNA 
polymerase proteins (P and L) , respectively, to form antigenomic 
ribonucleoprotein complexes (RNPs) as intermediates of viral genome 

20 replication in the cells, and then replicate biologically active 
(functional) genomic RNPs capable of initiating viral protein 
transcription and virus particle assembly. When recovering the 
wild-type Sendai virus, these functional genomic RNPs are injected 
into chorioallantoic sac of chicken eggs together with reconstituted 

25 cells to perform virion multiplication (Kato, A. et al., Genes cells 
1, 569-579 (1996) ) . 

However, Sendai virus has been known to incorporate host cell 
proteins thereto during virion formation (J. Biol. Chem. (1997) 272, 
16578-16584), and such incorporated proteins maybe possible causes 

30 of antigenicity and cytotoxicity when transferred to target cells. 

In this regard, in spite of the obvious need existing for the 
use of RNP as vectors without utilizing Sendai virus particles, there 
has been no report on such a utilization. 

35 Disclosure of the Invention 

An objective of the present invention is to isolate an RNP 
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deriving from a virus belonging to the family Paramyxoviridae, and 
to provide the utilization thereof as a vector. In a preferred 
embodiment, vectors comprising a complex of RNP with a cationic 
compound are provided. 
5 The present inventors have prepared RNPs from Sendai virus 

belonging to the family Paramyxoviridae and investigated their use 
as a vector. 

Specifically, first, the present inventors prepared a Sendai 
virus genomic cDNA deficient in the gene for the F protein, which 

10 is one of the envelope proteins of the virus, so as not to produce 
wild-type Sendai viruses in target cells, and further constructed 
a vector to express the cDNA in cells (GFP gene is inserted into the 
vector as a reporter at the F gene-deficient site) . The vector thus 
prepared was transferred to cells expressing proteins required for 

15 RNP formation to produce an RNP comprising an F gene-deficient genome. 
Then, the RNP was removed from the cells by repeating cycles of 
freezing and thawing of the cells, mixed with a cationic lipofection 
reagent, and transferred to F gene-expressing cells. As a result, 
the expression of GFP as a reporter was detected in the cells to which 

20 RNP was transfected. 

Namely, present inventors succeeded not only in preparing 
functional RNP from Sendai virus, but also found a possibility to 
express a foreign gene comprised in RNP, even when this RNP is 
transferred to target cells utilizing, for example, a gene transfer 

25 reagent such as a cationic liposome, in stead of just infecting the 
RNP to cells as a constituting element of Sendai virus, and thus 
accomplished this invention. 

Namely, this invention relates to paramyxovirus-derived RNP and 
the utilization thereof as a vector, more specifically to: 

30 (1) a complex comprising (a) a negative-strand single-stranded RNA 
derived from a paramyxovirus, wherein said RNA is modified so as not 
express at least one of the envelope proteins of Paramyxoviridae 
viruses, and (b) a protein encoded by and binding to said 
negative-strand single-stranded RNA; 

35 (2) a complex according to (1), wherein said negative-strand 
single-stranded RNA is modified so as to express NP, P and L proteins, 
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but not F, HN or M proteins, or any combination thereof; 

(3) a complex according to (1) or (2), wherein said negative-strand 
single-stranded RNA derives from the Sendai virus; 

(4) a complex according to any of (1) through (3), wherein said 
5 negative-strand single-stranded RNA further encodes a foreign gene; 

(5) a composition for gene transfer, comprising a complex according 
to (4) and a cationic lipid; 

(6) a composition for gene transfer, comprising a complex according 
to (4) and a cationic polymer; and, 

10 (7) a method for expressing a foreign gene in a cell, comprising the 
step of introducing the composition for gene transfer according to 
(5) or (6) into a cell.. 

"NP, P, M, F, HN and L genes" of viruses belonging to the family 
Paramyxoviridae refer to genes encoding nucleocapsid, phospho, matrix, 
15 fusion, hemagglutinin-neuraminidase and large proteins, 
respectively. Respective genes of viruses belonging to subfamilies 
of the family Paramyxoviridae are represented in general as follows. 
NP gene is generally described also as the "N gene". 

Genus N P/C/V M F HN - L 

Respirovirus 

Genus N P/V M F HN (SH) L 

Rubullavirus 

Genus N P/C/V M F H - . L 

Morbillivirus 

Database accession numbers for nucleotide sequences of genes 
20 of the Sendai virus classified into Respirovirus of the family 
Paramyxoviridae are, M29343, M30202, M30203, M30204, M51331, M55565, 
■ M6904 6 and X17218 for NP gene, M30202, M30203, M302 04, M55565, M6904 6, 
X00583, X17007 and X17008 for P gene, D11446, K02742, M30202, M30203, 
M30204, M69046, U31956, X00584 and X53056. for M gene, D00152, D11446, 
25 D17334, D17335, M30202, M30203, M30204, M69046, X00152 and X02131 
for F gene, D26475, M12397, M30202, M30203, M30204, M69046, X00586, 
X02808 and X56131 for HN gene, and D00053, M30202, M30203, M30204, 
M69040, X00587 and X58886 for L gene. 

The present invention relates to a ribonucleoprotein complex 
30 (RNP) derived from viruses belonging to the family Paramyxoviridae 



5 



deficient in any of the envelope genes. The complex is modified so 
as not to produce the virus having the envelope protein in target 
cells in the absence of the envelope protein. That is, RNP according 
to this invention comprises (a) a negative-strand single-stranded 
5 RNA originating in paramyxovirus modified so as not to express at 
least one of envelope proteins of Paramyxoviridae viruses (b) a 
protein encoded by and binding to said negative-strand 
single-stranded RNA. 

Proteins capable of binding to a negative-strand 

10 single-stranded RNA refer to proteins binding directly and/or 
indirectly to the negative-strand single-stranded RNA to form an RNP 
complex with the negative-strand single-stranded RNA. In general, 
negative-strand single-stranded RNA (genomic RNA) of paramyxovirus 
is bound to NP, P and L proteins. RNA contained in this RNP serves 

15 as the template for transcription and replication of RNA (Lamb, R. 
A., and D. Kolakofsky, 1996, Paramyxoviridae : The viruses and their 
replication, pp. 1177-1204. In Fields Virology, 3 rd edn. Fields, B. 
N. , D. M. Knipe, and P. M. Howley et al. (ed. ) , Raven Press, New York, 
N. Y.). Complexes of this invention include those comprising 

20 negative-strand single-stranded RNAs originating in paramyxovirus 
and proteins also originating in paramyxovirus which bind to the RNAs . 
Complexes of this invention are RNP complexes comprising, for example, 
negative-strand single-stranded RNA to which these proteins (NP, P 
and L proteins ) are bound. In general, RNP complexes of paramyxovirus 

25 are capable of autonomously self -replicating in host cells. Thus, 
RNPs transferred to cells intracellularly proliferate to increase 
the copy number of the gene (RNA contained in RNP complex) , thereby 
leading to a high level expression of a foreign gene from RNP carrying 
the foreign gene. Vectors of this invention are preferably those 

30 capable of replicating RNA comprised in complexes (RNP) in transf ected 
cells . 

The origin of RNP complexes of this invention is not limited 
as long as it is a virus of family Paramyxoviridae, but Sendai virus 
belonging to the genus Paramyxovirus is especially preferred. 
35 Besides Sendai virus, RNPs of this invention may derive from the 
measles virus, simian parainfluenza virus (SV5) and human 
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parainfluenza virus type 3, but the origin is not limited thereto. 

Negative-strand single-stranded RNAs contained in RNPs of 
this invention are constructed so as to suppress the expression of 
at least one of the envelope proteins of Paramyxoviridae viruses. 
5 Examples of envelope proteins the expressions of which are suppressed 
are, F protein, HN protein, or M protein, or any combination thereof, 
negative-strand single-stranded RNAs are constructed so as to 
express NP, P and L proteins that are required for the formation of 
RNPs. negative-strand single-stranded RNAs contained in RNPs of 

10 this invention may be modified, for example, so as to express NP, 
P and L proteins, but not F and/or HN proteins. 

In the case of Sendai virus (SeV) , the genome of the natural 
virus is approximately 15,000 nucleotides in size, and the 
negative-strand comprises six genes encoding NP (nucleocapsid) , P 

15 (phospho) , M (matrix), F (fusion), HN (hemagglutinin- neuraminidase) 
and L (large) proteins lined in a row following the 3' -short leader 
region, and a short 5' -trailer region on the other end. In this 
invention, this genome can be modified so as not to express envelope 
proteins by designing a genome deficient in any of F, HN and M genes, 

20 or any combination thereof. Deficiency in either F gene or HN gene, 
or both is preferred. Since these proteins are unnecessary for the 
formation of RNP, RNPs of this invention can be manufactured by 
transcribing this genomic RNA (either positive or negative-strand ) 
in the presence of NP, P and L proteins . RNP formation can be performed, 

25 for example, in LLC-MK2 cells, or the like. NP, P and L proteins can 
be supplied by introducing to cells expression vectors carrying the 
respective genes for these proteins (cf . examples) . Each gene may 
be also incorporated into chromosomes of host cells. NP, P and L genes 
to be expressed for the formation of RNP need not be completely 

30 identical to those genes encoded in the genome contained in RNP. That 
is, amino acid sequences of proteins encoded by these genes may not 
be identical to those of proteins encoded by RNP genome, as long as 
they can bind to the genomic RNA and are capable of replicating RNP 
in cells, and may have mutations or may be replaced with a homologous 

35 gene from other viruses. Once an RNP is formed, NP, P and L genes 
are expressed from this RNP to autonomously replicate RNP in the cells . 
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To reconstitute and amplify an RNP in cells, the RNP is either 
transferred to cells (helper cells) expressing envelope proteins 
whose expression is suppressed by modifying negative-strand 
single-stranded RNA contained in the RNP, or the RNP can be 
5 reconstituted in these cells. For example, to amplify RNP from 
negative-strand single-stranded RNA which has been modified so as 
not to express F gene, F protein is arranged to be expressed together 
with NP, P and L proteins in the cells. Thus, a viral vector retaining 
envelope proteins is constructed, and amplified via its infection 

10 to helper cells. 

In addition, it is also possible to use envelope proteins 
different from that whose expression was suppressed by modifying 
negative-strand single-stranded RNA. There is no particular 
limitation on the type of such envelope proteins . One example of other 

15 viral envelope proteins is the G protein (VSV-G) of vesicular 
stomatitis virus (VSV) . RNP complexes of this invention can be 
amplified, for example, using cells expressing the G protein (VSV-G) 
of VSV. 

Complexes of this invention can be usually prepared by (a) 

20 introducing a vector DNA encoding paramyxovirus-derived 
negative-strand single-stranded RNA that has been modified so as not 
to express at least one of the viral envelope proteins of 
Paramyxoviridae viruses, or a complementary strand of said RNA, into 
cells (helper cells) expressing envelope proteins to express the RNAs , 

25 and (b) culturing the cells to recover RNP complexes from the culture 
supernatant or cell extracts. By coexpressing NP, L and P proteins 
at the time of vector DNA expression, RNPs are formed and a virus 
having envelope proteins is constructed. 

Vector DNA to be expressed in helper cells encodes 

30 negative-strand single-stranded RNA (negative-strand ) or 
complementary strand thereof (positive strand) contained in complexes 
of this invention. Although the strand to be transcribed inside cells 
may be either positive or negative-strand , it is preferable to arrange 
so as to transcribe the positive strand for the improvement of complex 

35 reconstitution efficiency. For example, DNA encoding 

negative-strand single-stranded RNA or complementary strand thereof 
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is linked downstream of T7 promoter to be transcribed to RNA by T7 
RNA polymerase. 

For example, a virus comprising RNP complex can be reconstituted 
by transf ecting a plasmid expressing a recombinant Sendai virus genome 
5 deficient in envelope genes into host cells, together with a vector 
expressing the deficient envelope protein and NP, P/C and L protein 
expression vectors. Alternatively, RNP complex can be manufactured 
using, for example, host cells incorporated with F gene into 
chromosomes thereof. Amino acid sequences of these protein groups 

10 supplied from outside the viral genome need not be identical to those 
deriving from the virus. As long as these proteins are equally active 
to or more active than natural type proteins in transferring nucleic 
acids into cells, genes encoding these proteins may be modified by 
introducing a mutation or replacing with homologous genes from other 

15 viruses. Since, in general, it has been known that long-term culture 
of host cells is sometimes difficult because of cytotoxicity and cell 
shape-altering activity of envelope proteins, they may be arranged 
to be expressed only when the vector is reconstituted under the control 
of an inducible promoter (cf . examples) . 

20 Once RNP or virus comprising RNP is formed, complexes of this 

invention can be amplified by introducing this RNP or virus again 
into the aforementioned helper cells and culturing them. This 
process comprises the steps of (a) introducing either the complex 
of this invention or viral vector comprising the complex to cells 

25 expressing envelope proteins, and (b) culturing the cells and 
recovering virus particles from the culture supernatant or cell 
extracts . 

RNP may be introduced to cells as a complex formed together with, 
for example, lipofectamine and polycationic liposome. Specifically, 

30 a variety of transfection reagents can be utilized. Examples thereof 
are DOTMA (Boehringer) , Superfect (QIAGEN #301305), DOTAP, DOPE, 
DOSPER (Boehringer #1811169), etc. Chloroquine may be added to 
prevent RNP from decomposition in endosomes (Calos, M. P., 1983, Proc. 
Natl. Acad. Sci. USA 80: 3015). 

35 Once a viral vector is thus constructed in host cells, complexes 

of this invention or viral vector comprising the complexes can be 
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further amplified by coculturing these cells with cells expressing 
envelope proteins. As described in Example 12, a preferable example 
is the method of overlaying cells expressing envelope proteins on 
virus producing cells. 
5 Complexes of this invention, for example, may comprise a viral 

gene encoded in RNA in the complex that has been modified* to reduce 
the antigenicity or enhance the RNA transcription and replication 
efficiency. 

Complexes of this invention may include RNA encoding a foreign 

10 gene in their negative-strand single-stranded RNA. Any gene desired 
to be expressed in target cells may be used as the foreign gene. For 
example, when gene therapy is intended, a gene for treating an 
objective disease is inserted into the vector DNA encoding RNA 
contained in complexes. In the case where a foreign gene is inserted 

15 into the vector DNA, for example, Sendai virus vector DNA, it is 
preferable, to insert a sequence comprising a nucleotide number of 
a multiple of six between the transcription termination sequence (E) 
and transcription initiation sequence (S) , etc. ( Journal of Virology , 
Vol. 67, No. 8, 1993, p . 4822-4 830 ) . The foreign gene may be inserted 

20 before or after each of the viral genes (NP, P, M, F, HN and L genes) 
(cf . examples) . E-I-S sequence (transcription initiation 

sequence-intervening sequence-transcription termination sequence) 
or portion thereof is appropriately inserted before or after a foreign 
gene so as not to interfere with the expression of genes before or 

25 after the foreign gene. Expression level of the inserted foreign gene 
can be regulated by the type of transcription initiation sequence 
added upstream of the foreign gene, as well as the site of gene 
insertion and nucleotide sequences before and after the gene. For 
example, in Sendai virus, the nearer the insertion site is to the 

30 3' -end of negative-strand RNA (in the gene arrangement on the wild 
type viral genome, the nearer to NP gene) , the higher the expression 
level of the inserted gene is. To secure a high expression level of 
a foreign gene, it is preferable to insert the foreign gene upstream 
of NP gene (the 3' -side in negative-strand ) or between NP and P genes. 

35 Conversely, the nearer the insertion position is to the 5' -end of 
negative-strand RNA (in the gene arrangement on the wild type viral 
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genome, the nearer to L gene) , the lower the expression level of the 
inserted gene is. To suppress the expression of a foreign gene to 
a low level, the foreign gene is inserted, for example, to the far 
most 5' -side of the negative-strand , that is, downstream of L gene 
5 in the wild type viral genome (the 5' -side adjacent to L gene in 
negative-strand ) or upstream of L gene (the 3' -side adjacent to L 
gene in negative-strand ) . To facilitate the insertion of a foreign 
gene, a cloning site may be designed at the inserting position. 
Cloning site can be arranged to be, for example, the recognition 

10 sequence for restriction enzymes. Foreign gene fragments can be 
inserted into the restriction enzyme site in the vector DNA encoding 
the genome. Cloning site may be arranged to be a so-called 
multi-cloning site comprising a plurality of restriction enzyme 
recognition sequences. RNA genome in complexes of this invention may 

15 harbor at the insertion sites foreign genes other than those described 
above . 

Viral vectors comprising RNP complex derived from recombinant 
Sendai virus carrying a foreign gene can be constructed as follows 
according to, for example, the description in "Kato, A. et al., 1997, 

20 EMBOJ. 16: 578-587" and "Yu, D. et al., 1997, Genes Cells 2: 457-466". 

First, a DNA sample comprising the cDNA nucleotide sequence of 
a desired foreign gene is prepared. It is preferable that the DNA 
sample can be electrophoretically identified as a single plasmid at 
concentrations of 25 ng/|il or more. Below, a case where a foreign 

25 gene is inserted to DNA encoding viral genome utilizing NotI site 
will be described as an example. When NotI recognition site is 
included in the objective cDNA nucleotide sequence, it is preferable 
to delete the NotI site beforehand by modifying the nucleotide 
sequence using site-specific mutagenesis and such method so as not 

30 to alter the amino acid sequence encoded by the cDNA. From this DNA 
sample, the desired gene fragment is amplified and recovered by PCR. 
To have NotI sites on the both ends of amplified DNA fragment and 
further add a copy of transcription termination sequence (E) , 
intervening sequence (I) and transcription initiation sequence (S) 

35 (EIS sequence) of Sendai virus to one end, a forward side synthetic 
DNA sequence and reverse side synthetic DNA sequence (antisense 
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strand) are prepared as a pair of primers containing NotI restriction 
enzyme cleavage site sequence, transcription termination sequence 
(E) , intervening sequence (I) , transcription initiation sequence (S) 
and a partial sequence of the objective gene. 
5 For example, to secure cleavage by NotI, the forward side 

synthetic DNA sequence is arranged in a form in which any two or more 
nucleotides (preferably 4 nucleotides excluding GCG and GCC, 
sequences originating in NotI recognition site, more preferably ACTT) 
are selected on the 5' -side of the synthetic DNA, NotI recognition 

10 site "gcggccgc" is added to its 3' -side, and to the 3' -side thereof, 
any desired 9 nucleotides or nucleotides of 9 plus a multiple of 6 
nucleotides are added as the spacer sequence, and to the 3' -side 
thereof, about 25 nucleotide-equivalent ORF including the initiation 
codon ATG of the desired cDNA is added. It is preferable to select 

15 about 25 nucleotides from the desired cDNA as the forward side 
synthetic DNA sequence so as to have G or C as the final nucleotide 
on its 3' -end. 

In the reverse side synthetic DNA sequence, any two or more 
nucleotides (preferably 4 nucleotides excluding GCG and GCC, 

20 sequences originating in the NotI recognition site, more preferably 
ACTT) are selected from the 5' -side of the synthetic DNA, NotI 
recognition site "gcggccgc" is added to its 3' -side, and to its further 
3' -side, an oligo DNA is added as the insertion fragment to adjust 
the length. This oligo DNA is designed so that the total nucleotide 

25 number including the NotI recognition site "gcggccgc", complementary 
sequence of cDNA and EIS nucleotide sequence of Sendai virus genome 
originating in the virus described below becomes a multiple of six 
(so-called "rule of six"; Kolakofski, D. etal., J. Virol. 72: 891-899, 
1998). Further to the 3' -side of inserted fragment, a sequence 

30 complementary to S sequence of Sendai virus, preferably 
5' -CTTTCACCCT-3' , I sequence, preferably 5'-AAG-3', and a sequence 
complementary to E sequence, preferably 5' -TTTTTCTTACTACGG-3' , is 
added, and further to the 3' -side thereof, about 25 
nucleotide-equivalent complementary sequence counted in the reverse 

35 direction from the termination codon of the desired cDNA sequence 
the length of which is adjusted to have G or C as the final nucleotide, 
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is selected and added as the 3' -end of the reverse side synthetic 
DNA. 

PCR can be done according to the usual method with, for example, 
ExTaq polymerase (Takara Shuzo) . Preferably, PCR is performed using 
5 Vent polymerase (NEB) , and desired fragments thus amplified are 
digested with NotI, then inserted to NotI site of the plasmid vector 
pBluescript. Nucleotide sequences of PCR products thus obtained are 
confirmed with a sequencer to select a plasmid having the right 
sequence. The inserted fragment is excised from the plasmid using 

10 NotI, and cloned to the NotI site of the plasmid carrying the genomic 
cDNA deficient in envelope genes. Alternatively, it is also possible 
to obtain the recombinant Sendai virus cDNA by directly inserting 
the fragment to the NotI site without the mediation of the plasmid 
vector pBluescript. 

15 It is also possible to transcribe a vector DNA encoding the virus 

genome in test tubes or cells, reconstitute RNP with viral L, P and 
NP proteins, and produce the virus vector comprising this RNP. 
Reconstitution of virus from the vector DNA can be carried out 
according to methods known in the art using cells expressing envelope 

20 proteins (W097/16539 and 97/16538: Durbin, A. P. et al . , 1997, 
Virology 235: 323-332; Whelan, S. P. et al., 1995, Proc. Natl. Acad. 
Sci. USA 92: 8388-8392; Schnell, M. J. et al., 1994, EMBO J. 13: 
4195-4203; Radecke, F. et al., 1995, EMBO J. 14: 5773-5784 ; Lawson, 
N. D. et al., Proc. Natl. Acad. Sci. USA 92: 4477-4481; Garcin, D. 

25 et al., 1995, EMBO J. 14: 6087-6094; Kato, A. et al., 1996, Genes 
Cells 1: 569-579; Baron, M. D. and Barrett, T . , 1997, J. Virol. 71: 
1265-1271; Bridgen, A. and Elliott, R. M. , 1996, Proc. Natl. Acad. 
Sci. USA 93: 15400-15404) . When a viral vector DNA is made deficient 
in F, HN and/or M genes, infectious virus particles are not formed 

30 with such a defective vector. However, it is possible to form 
infectious virus particles and amplify the virus comprising the 
complex by separately transferring these deficient genes, genes 
encoding other viral envelope proteins and such to host cells and 
expressing them therein . 

35 Methods for transferring vector DNA into cells include the 

following: 1) the method of preparing DNA precipitates that can be 
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be taken up by objective cells; 2) the method of preparing a DNA 
comprising complex which is suitable for being taken up by objective 
cells and which is also not very cytotoxic and has a positive charge, 
and 3) the method of instantaneously boring on the objective cellular 
5 membrane pores wide enough to allow DNA molecules to pass through 
by electric pulse. 

In Method 2) , a variety of transfection reagents can be utilized, 
examples being DOTMA (Boehringer) , Superfect (QIAGEN #301305) , DOTAP, 
DOPE, DOSPER (Boehringer #1811169), etc. An example of Method 1) is 

10 a transfection method using calcium phosphate, in which DNA that 
entered cells are incorporated into phagosomes, and a sufficient 
amount is incorporated into the nuclei as well (Graham, F. L. and Van 
Der Eb, J., 1973, Virology 52: 456; Wigler, M. and Silverstein, S., 
1977, Cell 11: 223) . Chen and Okayama have investigated the 

15 optimization of the transfer technique, reporting that optimal DNA 
precipitates can be obtained under the conditions where 1) cells are 
incubated with DNA in an atmosphere of 2 to 4% C0 2 at 35 °C for 15 to 
24 h, 2) cyclic DNA with a higher precipitate-forming activity than 
when linear DNA is used, and 3) DNA concentration in the precipitate 

20 mixture is 20 to 30 jag/ml (Chen, C. and Okayama, H., 1987, Mol . Cell. 
Biol. 7: 2745) . Method 2) is suitable for a transient transfection. 
An old method is known in the art in which a DEAE-dextran (Sigma #D-9885, 
M.W. 5 x 10 5 ) mixture is prepared in a desired DNA concentration ratio 
to perform the transfection. Since most of the complexes are 

25 decomposed inside endosomes, chloroquine may be added to enhance 
transfection effects (Calos, M. P., 1983, Proc. Natl. Acad. Sci. USA 
80: 3015) . Method 3) is referred to as electroporation, and is more 
versatile compared to methods 1) and 2) because it doesn't have cell 
selectivity. Method 3) is said to be efficient under optimal 

30 conditions for pulse electric current duration, pulse shape, electric 
field potency (gap between electrodes, voltage), conductivity of 
buffers, DNA concentration, and cell density. 

Among the above-described three categories, transfection 
reagents (method 2)) are suitable in this invention, because method 

35 2) is easily operable, and facilitates the examining of many test 
samples using a large amount of cells. Preferably, Superfect 



14 



Transfection Reagent (QIAGEN, Cat. No. 301305) or DOSPER Liposomal 
Transfection Reagent (Boehringer Mannheim, Cat. No. 1811169) is used. 

Specifically, the reconstitution of the viral vector from cDNA 
can be performed as follows. 
5 Simian kidney-derived LLC-MK2 cells are cultured in 24-well to 

6-well plastic culture plates or 100 mm diameter culture dish using 
a minimum essential medium (MEM) containing 10% fetal calf serum (FCS) 
and antibiotics (100 units/ml penicillin G and 100 jig/ml streptomycin) 
to 70 to 80% confluency, and infected, for example, with recombinant 

10 vaccinia virus vTF7-3 expressing T7 polymerase at 2 PFU/cell. This 
virus has been inactivated by a UV irradiation treatment for 20 min 
in the presence of 1 |ig/ml psoralen (Fuerst, T. R. et al., Proc. Natl. 
Acad. Sci. USA 83: 8122-8126, 1986; Kato, A. et al., Genes Cells 1: 
569-579, 1996) . Amount of psoralen added and UV irradiation time can 

15 be appropriately adjusted. One hour after the infection, the cells 
are transfected with 2 to 60 \iq, more preferably 3 to 5 |ig, of the 
above-described recombinant Sendai virus cDNA by the lipofection 
method and such using plasmids (24 to 0.5 fig of pGEM-N, 12 to 0.25 
|ag of pGEM-P and 24 to 0 . 5 |ag of pGEM-L, more preferably 1 \iq of pGEM-N, 

20 0.5 fig of pGEM-P and 1 \xq of pGEM-L) (Kato, A. et al., Genes Cells 
1: 569-579, 1996) expressing trans-acting viral proteins required 
for the production of full-length Sendai viral genome together with 
Superfect (QIAGEN) . The transfected cells are cultured in a 
serum-free MEM containing 100 fig/ml each of rifampicin (Sigma) and 

25 cytosine arabinoside (AraC) if desired, more preferably only 
containing 40 |ig/ml . of cytosine arabinoside (AraC) (Sigma), and 
concentrations of reagents are set at optima so as to minimize 
cytotoxicity due to the vaccinia virus and maximize the recovery rate 
of the virus (Kato, A. et al . , 1996, Genes Cells 1, 569-579). After 

30 culturing for about 48 to 72 h following the transfection, the cells 
are recovered, disrupted by repeating three cycles of freezing and 
thawing, transfected to LLC-MK2 cells expressing envelope proteins, 
and cultured. After culturing the cells for 3 to 7 days, the culture 
solution is collected. Alternatively, infectious virus vectors can 

35 be obtained more efficiently by transfecting LLC-MK2 cells already 
expressing envelope proteins with plasmids expressing NP, L and P 
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proteins, or transfecting together with an envelope-expressing 
plasmid. Viral vectors can be amplified by culturing these cells 
overlaid on LLC-MK2 cells expressing envelope proteins (cf . examples) . 
Virus titer contained in the culture supernatant can be determined 
5 by measuring the hemagglutination activity (HA) , which can be assayed 
by "endo-point dilution method" (Kato, A. et al., 1996, Genes Cells 
1, 569-579) . Virus stock thus obtained can be stored at -80°C. 

The type of host cells used for virus reconstitution is not 
particularly limited, so long as RNP complex or viral vector can be 

10 reconstituted therein. For example, in the reconstitution of Sendai 
virus vector or RNP complex, culture cells such as simian 
kidney-derived CV-I cells and LLC-MK2 cells, hamster kidney-derived 
BHK cells, and so on can be used. Infectious virus particles having 
the envelope can be also obtained by expressing appropriate envelope 

15 proteins in these cells. To obtain Sendai virus vector in a large 
quantity, the virus can be amplified, for example, by inoculating 
RNP or virus vector obtained from the above-described host cells into 
embryonated chicken eggs together with vectors expressing envelope 
genes . Alternatively, viral vectors can be produced using transgenic 

20 chicken eggs incorporated with envelope protein genes. Methods for 
manufacturing viral fluid using chicken eggs have been already 
developed (Nakanishi, etal. (eds.), 1993, "Shinkei-kagaku Kenkyu-no 
Sentan-gi jutu Protocol III (High Technology Protocol III of 
Neuroscience Research) , Molecular Neurocyte Physiology, Koseisha, 

25 Osaka, pp. 153-172). Specifically, for example, fertilized eggs are 
placed in an incubator and incubated for 9 to 12 days at 37 to 38 °C 
to grow embryos. Sendai virus vector or RNP complex is inoculated 
together with vectors expressing envelope proteins into 
chorioallantoic cavity of eggs, and cultured for several days to 

30 proliferate the virus. Conditions such as culture duration may be 
varied depending on the type of recombinant Sendai virus used. 
Subsequently, chorioallantoic fluid comprising the virus is recovered. 
Separation and purification of Sendai virus vector can be performed 
according to the standard methods (Tashiro, M . , "Virus Experiment 

35 Protocols", Nagai and Ishihama (eds.), Medicalview, pp. 68-73 
(1995) ) . 
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As a vector to express envelope proteins, complexes of this 
invention or viral vectors themselves comprising complexes of this 
invention may be used. For example, when two types of RNP complexes 
in which the envelope gene deficient from the viral genome is different 
5 are transferred to the same cell, the envelope protein deficient in 
one RNP complex is supplied by the expression of the other complex 
to complement each other, thereby leading to the formation of 
infectious virus particles and activation of replication cycle to 
amplify the virus. That is, when two or more types of RNP complexes 

10 of this invention or viral vectors comprising these complexes are 
inoculated to cells in combinations so as to complement each other' s 
envelope proteins, mixtures of viral vectors deficient in respective 
envelope proteins can be produced on a large scale and at a low cost. 
Mixed viruses thus produced are useful for the production of vaccines 

15 and such. Due to the deficiency of envelope genes, these viruses have 
a smaller genome size compared to the complete virus, so they can 
harbor a long foreign gene. Also, since these originally 
non-infectious viruses are extracellularly diluted, and its difficult 
to retain their coinfection, they become sterile, which is 

20 advantageous in managing their release to the environment. 

Preparation of RNP of this invention from a virus can be carried 
out, for example, using the ultracentrif ugation method as follows. 
Triton X-100 is added to a filtration fluid comprising virus particles 
to make the final concentration 0.5%, and the mixture is allowed to 

25 stand at room temperature for 10 to 15 min. The supernatant thus 
obtained is layered on a 10 to 40% sucrose density gradient, and 
centrifuged at 20, 000 to 30, 000 rpm for 30 min to recover 
RNP-comprising fractions . 

Alternatively, the virus is dissolved in a mixture containing 

30 0.6% NP40, 1% sodium deoxycholate, 1 M KC1, 10 mM p-mercaptoethanol, 
10 mM Tris-HCl (pH 7.4) and 5 mM EDTA (final concentrations), allowed 
to stand at 20°C for 20 min, and then centrifuged at 11, 000 x g for 
20 min. Supernatant comprising RNP is layered on 50% glycerol 
comprising 0.2% NP40, 30 mM NaCl, 10 mM Tris-HCl and 1 mM EDTA, and 

35 centrifuged at 39,000 rpm for 2 h at 4°C to recover precipitates. 
RNP complex contained in the precipitates can be purified by 
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dispersing the precipitates again in a solution containing 0 . 5% Triton 
X-100, layering the dispersion on a 10 to 40% sucrose density gradient, 
and centrifuging it at 20, 000 to 30,000 rpm for 30 min to recover 
a single band containing a highly purified RNP . 
5 Complexes of this invention can be appropriately diluted, for 

example, with physiological saline and phosphate-buffered 
physiological saline (PBS) to prepare a composition . When complexes 
of this invention are proliferated in chicken eggs and such, the 
composition can include chorioallantoic fluid. Compositions 

10 comprising complexes of this invention may contain physiologically 
acceptable media such as deionized water, 5% dextrose aqueous solution, 
and so on, and, furthermore, other stabilizers and antibiotics may 
also be contained. 

Once RNP-comprising RNA inserted with a foreign gene is prepared, 

15 it can be transferred to target cells using gene transfer reagents. 
As gene transfer reagents, cationic lipids or cationic polymers are 
preferred. 

Cationic lipids include compounds represented by Formula (I) 
in Published Japanese Translation of International Publication No. 
20 Hei 5-508626. Preferably, cationic lipids are synthetic lipidic 
compounds. Cationic lipids may be also diether or diester compounds, 
preferably aliphatic ethers. Specific examples are the following 
compounds : 

DOGS (Transf ectam™) or DOTMA (Lipof ectin™) (diether compound) , 
25 DOTAP (diester compound) , 

DOPE (dioleoylphosphatidylethanolamine) , 
DOPC (dioleoylphosphatidylcholine) , 

DPRI Rosenthal inhibitor (RI) (dipalmitoyl derivative of DL-2,3- 

distearoyloxypropyl (dimethyl) P-hydroxyethylammonium bromide 
30 (Sigma) , and 

DORI (dioleyl derivative of the above compound) . 

Cationic polymers are cationic high molecular compounds, 

preferably synthetic molecules. Specific examples are polylysine, 

aliphatic polyamines, polyethyleneimine , etc. 
35 Complexes of this invention can be mixed with the 

above-described cationic lipids or cationic polymers to prepare 
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compositions for gene transfer. This composition for gene transfer 
can be appropriately combined with a medium such as physiological 
saline, and solutes such as salts, stabilizers, etc. By adding the 
composition for gene transfer of this invention to cells, the complex 
5 of this invention can be transferred into the cells to express the 
gene from RNA contained in the complex. 

Gene therapy is enabled when a therapeutic gene is used as the 
foreign gene. In the application of complexes of this invention to 
g ene therapy, it is possible to express a foreign gene with which 

10 treatment effects are expected or an endogenous gene the supply of 
which is insufficient in the patient's body, by either direct or 
indirect (ex vivo) administration of the complex. There is no 
particular limitation on the type of foreign gene, and in addition 
to nucleic acids encoding proteins, they may be nucleic acids encoding 

15 no proteins, such as an antisense or ribozyme . In addition, when genes 
encoding antigens of bacteria or viruses involved in infectious 
diseases are used as foreign genes, immunity can be induced in animals 
by administering these genes to the animals. That is, these genes 
can be used as vaccines. 

20 When using as vaccines, they may be applicable for , for example, 

cancers, infectious diseases and other general disorders. For 
example, as a cancer treatment, it is possible to express genes with 
therapeutic effects on tumor cells or antigen presenting cells (APC) 
such as DC cells. Examples of such genes are those encoding the tumor 

25 antigen Muc-1 or Muc-1 like mutin tandem repeat peptide (US Patent 
No. 5,744,144), melanoma gplOO antigen, etc. Such treatments with 
genes have been widely applied to cancers in the mammary gland, colon, 
pancreas, prostate, lung, etc. Combination with cytokines to enhance 
adjuvant effects is also effective in gene therapy. Examples of such 

30 genes are i) single-chain IL-12 in combination with IL-2 (Proc. Natl. 
Acad. Sci. USA 96 (15) : 8591-8596, ii) interferon-y in combination 
with IL-2 (US Patent No. 5, 798, 100), iii) granulocyte 
colony-stimulating factor (GM-CSF) used alone, and iv) GM-CSF aiming 
at the treatment of brain tumor in combination with IL-4 (J. 

35 Neurosurgery, 90 (6), 1115-1124 (1999)), etc. 

Examples of genes used for the treatment of infectious diseases 
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are those encoding the envelope protein of the virulent strain H5N1 
type of influenza virus, the envelope chimera protein of Japanese 
encephalitis virus (Vaccine, vol. 17, No. 15-16, 1869-1882 (1999)), 
the HIV gag or SIV gag protein of AIDS virus (J. Immunology (2000) , 
5 vol. 164, 4968-4978), the HIV envelope protein, which is incorporated 
as a oral vaccine encapsulated in polylactate- glycol copolymer 
microparticles for administration (Kaneko, H. et al., Virology 267, 
8-16 (2000)), the B subunit (CTB) of cholera toxin (Arakawa, T. et 
al., Nature Biotechnology (1998) 16 (10): 934-8; Arakawa, T. et al . , 

10 Nature Biotechnology (1998) 16 (3): 292-297), the glycoprotein of 
rabies virus (Lodmell, D. L. et al., 1998, Nature Medicine 4 (8): 
949-52) , and the capsid protein LI of human papilloma virus 6 causing 
cervical cancer (J. Med. Virol., 60, 200-204 (2000). 

Gene therapy may also be applied to general disorders. For 

15 example, in the case of diabetes, the expression of insulin peptide 
fragment by inoculation of plasmid DNA encoding the peptide has been 
performed in type I diabetes model animals (Coon, B. et al . , J. Clin. 
Invest., 1999, 104 (2): 189-94). 

20 Brief Description of the Drawings 

Figure 1 is a photograph showing an analytical result of the 

expression of F protein via a Cre-loxP-inducible expression system 

by Western blotting. It shows the result of detecting proteins on 

a transfer membrane cross-reacting to the anti-SeV-F antibody by 
25 chemiluminescence method. 

Figure 2 indicates a diagram showing an analytical result of 

cell-surface display of F protein the expression of which was induced 

by the Cre-loxP system. It shows results of flow cytometry analysis 

for LLC-MK2/F7 with the anti-SeV-F antibody. 
30 Figure 3 indicates a photograph showing the result confirming 

cleavage of the expressed F protein by trypsin using Western blotting. 

Figure 4 indicates photographs showing the result confirming 

cell-surface expression of HN in an experiment of cell-surface 

adsorption onto erythrocytes. 
35 Figure 5 indicates photographs showing the result obtained by 

an attempt to harvest the deficient viruses by using cells expressing 
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the deficient protein. It was revealed that the expression of F 
protein by the helper cell line was stopped rapidly by the vaccinia 
viruses used in the reconstitution of F-deficient SeV. 

1. LLC-MK2 and CV-1 represent cell lysates from the respective cell 
5 types alone. 

2. LLC-MK2 / F+ad and CV-l/F+ad represent cell lysates from the 
respective cells that have been subjected to the induction of 
expression and to which adenovirus AxCANCre has been added. 

3. LLC-MK2 /F-ad and CV-l/F-ad represent cell lysates from the 
10 respective cell lines in which the F gene but no adenovirus AxCANCre 

has been introduced. 

4. LLC-MK2 /F+ad 3rd represents a cell lysate from cells in which the 
expression was induced by adenovirus AxCANCre and which were then 
further passaged 3 times. 

15 5. Id and 3d respectively indicate one day and three days after the 
induction of expression. 

6. Vacld and Vac3d respectively indicate cells one day and three days 
after the infection of vaccinia virus. 

7. AraCld and AraC3d respectively indicate cells one day and three 
20 days after the addition of AraC. 

8. CHX Id and CHX 3d respectively indicate cells one day and three 
days after the addition of protein synthesis inhibitor cycloheximide . 

Figure 6 indicates photographs showing the result that was 
obtained by observing GFP expression after GFP-comprising F-deficient 

25 SeV cDNA (pSeV18 + /AF-GFP) was transfected into LLC-MK2 cells in which 
F was not expressed (detection of RNP) . In a control group, the F 
gene was shuffled with the NP gene at the 3' end, and then, SeV cDNA 
(F-shuf f led SeV) , in which GFP had been introduced into the 
F-deficierit site, was used. The mark "all" indicates cells 

30 transfected with plasmids directing the expression of the NP gene, 
P gene, and L gene (pGEM/NP, pGEM/P, and pGEM/L) together with SeV 
cDNA at the same time; "cDNA" indicates cells transfected with cDNA 
(pSeV18 + /AF-GFP) alone. For RNP transf ection, P0 cells expressing 
GFP were collected; the cells (10 7 cells/ml) were suspended in OptiMEM 

35 (GIBCO BRL) ; 100 (J.1 of lysate prepared after treating three times 
with freeze-thaw cycles was mixed with 25 jal of cationic liposome 
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DOSPER (Boehringer Mannheim) and allowed to stand still at room 
temperature for 15 minutes; and the mixture was added to cells (+ad) 
in which the expression of F had been induced to achieve the RNP 
transf ection. Cells expressing Cre DNA recombinase, in which no 
5 recombinant adenovirus had been introduced, were used as a control 
group of cells (-ad) . The result showed that GFP was expressed 
depending on the RNP formation of SeV in PO in LLC-MK2 cells; and 
the F-deficient virus was amplified depending on the induction of 
expression of F in PI . 

10 Figure 7 indicates photographs showing the result that was 

obtained by studying whether functional RNP reconstituted with 
F-deficient genomic cDNA could be rescued by the F-expressing helper 
cells and form the infective virion of the deficient virus. RNP/o 
represents cells overlaid with RNP; RNP/ t represents cells that was 

15 transfected with RNP. 

Figure 8 indicates photographs showing the evidence for the 
F-expressing cell-specific growth of the F-deficient virus. The 
lysate comprising functional RNP constructed from the genome lacking 
the gene was lipofected to the F-expressing cells as described in 

20 Example 2; and the culture supernatant was then recovered. This 
culture supernatant was added to the medium of the F-expressing cells 
to achieve the infection; on the third day, the culture supernatant 
was recovered and concurrently added to both F-expressing cells and 
cells that had not expressed F; and then the cells were cultured in 

25 the presence or absence of trypsin for three days. The result is shown 
here. The viruses were amplified only in the presence of trypsin in 
the F-expressing cells. 

Figure 9 indicates photographs showing evidence for specific 
release of the F-deficient viruses to the culture supernatant after 

30 the introduction into F-expressing cells. The lysate comprising 
functional RNP constructed from the genome lacking the gene was 
lipofected to the F-expressing cells as described in Example 2 and 
then the culture supernatant was recovered. This culture supernatant 
was added to the medium of the F-expressing cells to achieve the 

35 infection; on the third day, the culture supernatant was recovered 
and concurrently added to both F-expressing cells and cells that did 
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not express F; and then the cells were cultured in the presence or 
absence of trypsin for three days. The bottom panel shows the result 
with supernatant of the cells that did not express F. 

Figure 10 indicates photographs showing the result obtained by 
5 recovering viruses from the culture supernatant of the F-expressing 
cells, extracting the total RNA and performing Northern blot analysis 
using F and HN as probes to verify the genomic structure of virion 
recovered from the F-deficient cDNA. In the viruses recovered from 
the F-expressing cells, the HN gene was detected but the F gene was 

10 not detectable; and thus it was clarified that the F gene was not 
present in the viral genome. 

Figure 11 indicates photographs showing the result of RT-PCR, 
which demonstrates that the GFP gene is present in the locus where 
F had been deleted, as in the construct of the cDNA. 1: +18-NP, for 

15 the confirmation of the presence of +18 NotI site. 2: M-GFP, for the 
confirmation of the presence of the GFP gene in the F gene-deficient 
region. 3: F gene, for the confirmation of the presence of the F gene. 
The genomic structures of wild type SeV and F-deficient GFP-expressing 
SeV are shown in the top panel. It was verified that the GFP gene 

20 was present in the F-deficient locus, +18-derived NotI site was 
present at the 3' end of NP and the F gene was absent in any part 
of the RNA genome. 

Figure 12 indicates photographs that were obtained by the 
immuno-electron microscopic examination with gold colloid-bound IgG 

25 (anti-F, anti-HN) specifically reacting to F or HN of the virus. It 
was clarified that the spike-like structure of the virus envelope 
comprised F and HN proteins. 

Figure 13 indicates diagrams showing the result of RT-PCR, which 
demonstrates that the structures of genes except the GFP gene were 

30 the same as those from the wild type. 

Figure 14 indicates photographs showing the result obtained by 
examining the F-deficient virus particle morphology by electron 
microscopy. Like the wild-type virus particles, the F-deficient 
virus particles had helical RNP structure and spike-like structure 

35 inside. 

Figure 15 indicates photographs showing the result of in vitro 
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gene transfer to a variety of cells using an F-deficient SeV vector 
with a high efficiency. 

Figure 16 indicates diagrams showing the analytical result 
obtained after the introduction of the F-deficient SeV vector into 
5 primary bone marrow cells from mouse (BM c-kit+/-) . Open bars 
represent PE-positive/GFP-negative ; closed bars represent 
PE-positive/GFP-positive . 

Figure 17 indicates photographs showing the result of in vivo 
administration of the vector into the rat cerebral ventricle. 

10 Figure 18 indicates photographs showing the result obtained by 

using the culture supernatant comprising F-deficient SeV viruses 
recovered from the F-expressing cells to infect LLC-MK2 cells that 
do not express F, culturing the cells in the presence or absence of 
trypsin for three days to confirm the presence of viruses in the 

15 supernatant by HA assay. 

Figure 19 is a photograph showing the result obtained by 
conducting HA assay of chorioallantoic fluids after a 2-day incubation 
of embryonated chicken egg that had been inoculated with 
chorioallantoic fluid (lanes 11 and 12) from HA-positive embryonated 

20 eggs in Figure 18B. 

Figure 20 indicates photographs showing the result obtained by 
examining the virus liquid, which is HA-positive and has no 
infectivity, by immuno-electron microscopy. The presence of the 
virus particles was verified and it was found that the virion envelope 

25 was reactive to antibody recognizing HN protein labeled with gold 
colloid, but not reactive to antibody recognizing F protein labeled 
with gold colloid. 

Figure 21 indicates photographs showing the result of 
transfection of F-deficient virus particles into cells. 

30 Figure 22 indicates photographs showing the result of creation 

of cells co-expressing F and HN, which were evaluated by Western 
blotting. LLC/VacT7 /pGEM/FHN represents cells obtained by 

transfecting vaccinia-infected LLC-MK2 cells with pGEM/FHN plasmid; 
LLC/VacT7 represents vaccinia-infected LLC-MK2 cells. 

35 LLCMK2 / FHNmix represents LLC-MK2 cells in which the F and HN genes 
were introduced but not cloned. LLC/FHN represents LLC-MK2 cells in 
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which the F and HN genes were introduced and the expression was induced 
by adenovirus (after 3 days) ; 1-13, 2-6, 2-16, 3-3, 3-18, 3-22, 4-3 
and 5-9 are cell-line numbers (names) in the cloning. 

Figure 23 indicates photographs showing the result for the 
5 confirmation of virus generation depending on the presence or absence 
pGEM/FHN . FHN-def icient GFP-expressing SeV cDNA, pGEM/NP, pGEM/P, 
pGEM/L, and pGEM/FHN were mixed and introduced into LLC-MK2 cells. 
3 hours after the gene transfer, the medium was changed with MEM 
containing AraC and trypsin and then the cells were further cultured 

10 for three days. 2 days after the gene transfer, observation was 
carried out with a stereoscopic fluorescence microscope to evaluate 
the difference depending on the presence or absence of pGEM/FHN, and 
the virus generation was verified based on the spread of 
GFP-expressing cells. The result is shown here. When pGEM/FHN was 

15 added at the time of reconstitution, the spread of GFP-expressing 
cells was recognized; but when no pGEM/FHN was added, the GFP 
expression was observable merely in a single cell. 

Figure 24 indicates photographs showing the result of 
reconstitution by RNP transfection and growth of FHN-def icient 

20 viruses. On the third day after the induction of expression, cells 
co-expressing FHN (12 wells) were lipofected by using P0 RNP overlay 
or DOSPER, and then GFP was observed after 4 days. When RNP 
transfection was conducted, the harvest of viruses was successful 
for PI FHN-expressing cells as was for the F-deficient ones (top) . 

25 The growth of the FHN-def icient viruses was verified after inoculating 
a liquid comprising the viruses to cells in which the expression of 
FHN protein was induced 6 hours or more after the infection with 
Ade/Cre (bottom panel) . 

Figure 25 indicates photographs showing the result obtained 

30 after inoculating the liquid comprising viruses reconstituted from 
FHN-deficient GFP-expressing cDNA to LLC-MK2, LLC-MK2/F, LLC-MK2/HN, 
and LLC-MK2 / FHN and culturing them in the presence or absence of the 
trypsin. The spread of cells expressing GFP protein was verified 3 
days after the culture. The result is shown here. The expansion of 

35 GFP was observed only with LLC-MK2 / FHN , and thus it was verified that 
the virus contained in the liquid was grown in a manner specific to 
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FHN co-expression and dependent on trypsin. 

Figure 26 is a photograph showing the result where the 
confirmation was carried out for the genomic structure of RNA derived 
from supernatant of the FHN-expressing cells. 
5 Figure 27 is a photograph showing the result where the 

confirmation was carried out for the genomic structure of RNA derived 
from supernatant of the F-expressing cells infected with the 
FHN-def icient viruses. 

Figure 28 is a diagram showing inactivation of vaccinia virus 
10 and T7 activity when psoralen concentration was varied in psoralen/UV 
irradiation . 

Figure 29 is a diagram showing inactivation of vaccinia virus 
and T7 RNA polymerase activity when the duration of UV irradiation 
was varied in psoralen/UV irradiation. 

15 Figure 30 indicates photographs showing a cytotoxicity (CPE) 

of vaccinia virus after psoralen/UV irradiation. 3x 10 5 LLC-MK2 cells^ 
were plated on a 6-well plate. After culturing overnight , the cells 
were infected with vaccinia virus at moi=2 . After 24 hours, CPE was 
determined. The result of CPE with mock-treatment of vaccinia virus 

20 is shown in A; CPE after the treatment with vaccinia virus for 15, 
20, or 30 minutes are shown in B, C, and D, respectively. 

Figure 31 is a diagram indicating the influence of duration of 
UV treatment of vaccinia virus on the reconstitution efficiency of 
Sendai virus. 

25 Figure 32 is a diagram indicating the titer of vaccinia virus 

capable of replicating that remained in the cells after the 
reconstitution experiment of Sendai virus. 

Figure 33 is a photograph showing a result of Western blot 
analysis using anti-VSV-G antibody. 

30 Figure 34 indicates a diagram showing results of flow cytometry 

analysis using anti-VSV-G antibody. It shows the result of analysis 
of LLC-MK2 cell line (LI) for the induction of VSV-G expression on 
the fourth day after AxCANCre infection (moi=0, 2.5, 5). Primary 
antibody used was anti-VSV-G antibody (MoAb 1-1) ; secondary antibody 

35 was FITC-labeled anti-mouse Ig. 

Figure 35 indicates photographs showing a result where 
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supernatants were recovered after the infection with altered amounts 
of AxCANCre (MOI=0, 1.25, 2.5, 5, 10) and a constant amount of 
pseudo-type Sendai virus having a F gene-deficient genome, and further 
the supernatants were used to infect cells before VSV-G induction 
5 . (-) and after induction ( + ) , and cells expressing GFP were observed 
after 5 days. 

Figure 36 indicates photographs showing the result obtained for 
the time course of virus production amount. 

Figure 37 indicates photographs showing the result obtained by 
10 examining whether the infectivity is influenced by the treatment of 
pseudo-type Sendai virus having the F gene-deficient genome, which 
was established with the VSV-G-expressing cell line, and 
FHN-def icient Sendai virus treated with anti-VSV antibody. 

Figure 38 indicates photographs showing the result where the 
15 expression of the GFP gene was tested as an index to determine the 
presence of production of the pseudo-type virus having VSV-G in its 
capsid after the infection of VSV-G gene-expressing cells LLCG-Ll 
with F and HN-def icient Sendai virus comprising the GFP gene. 

Figure 39 indicates photographs showing the result confirming 
20 that viruses grown in the VSV-G gene-expressing cells were deficient 
in F and HN genes by Western analysis of protein in the extract of 
infected cells . 

Figure 40 indicates photographs showing the result for the 
observation of GFP-expressing cells under a fluorescence microscope. 
25 Figure 41 is a diagram showing the improvement in efficiency 

for the reconstitution of SeV/AF-GFP by the combined used of the 
envelope-expressing plasmid and cell overlay. Considerable 
improvement was recognized at d3 to d4 (day 3 to day 4) of P0 (prior 
to passaging) . 

30 Figure 42 is a diagram showing the result where treatment 

conditions were evaluated for the reconstitution of SeV/AF-GFP by 
the combined used of the envelope-expressing plasmid and cell overlay. 
GFP-positive cells represent the amount of virus reconstituted. 

Figure 43 is a diagram showing the result where the rescue of 

35 F-deficient Sendai viruses from cDNA was tested. It shows the 
improvement in efficiency for the reconstitution of SeV/AF-GFP by 



27 



the combined used of the envelope-expressing plasmid and cell overlay. 
All the tests were positive on the seventh day. However , the 
efficiency was evaluated on the third day where the probability of 
success was midrange. 
5 Figure 44 indicates photographs showing the result of lacZ 

expression by LacZ-comprising F-deficient Sendai virus vector 
comprising no GFP. 

Figure 45 indicates diagrams showing subcloning of Sendai virus 
genomic cDNA fragment (A) and structures of 5 Sendai virus genomic 
10 cDNAs constructed with newly introduced NotI site (B) . 

Figure 4 6 is a diagram showing structures of plasmids to be used 
for cloning to add NotI site, transcription initiation signal, 
intervening sequence, and transcription termination signal into SEAP. 

Figure 47 indicates photographs showing the result of plaque 
15 assay of each Sendai virus vector. It shows partial fluorescence 
image in the plaque assay obtained by LAS1000. 

Figure 48 is a diagram showing the result where altered 
expression levels of reporter gene (SEAP) were compared with one 
another among the respective Sendai virus vectors. The data of 
20 SeV18 + /SEAP was taken as 100 and the respective values were indicated 
relative to it. It was found that the activity, namely the expression 
level, was decreased as the SEAP gene was placed more downstream. 

Figure 4 9 indicates microscopic photographs showing the 
expression of GFP in PI cells co-expressing FHN. 
25 Figure 50 indicates photographs showing the result of Western 

blot analysis of the extracts from cells infected with VSV-G 
pseudo-type SeV/AF:GFP using anti-F antibody (anti-F) , anti-HN 
antibody (anti-HN), and anti-Sendai virus antibody (anti-SeV) . 

Figure 51 indicates photographs showing GFP fluorescence from 
30 F- and HN-deficient cells infected with VSV-G pseudo-type SeV in the 
presence or absence of a neutralizing antibody (VGV antibody) . 

Figure 52 indicates photographs showing results of Western 
analysis for VSV-G pseudo-type Sendai viruses having F gene-deficient 
or F gene- and HN gene-deficient genome, which were fractionated by 
35 density gradient ultracentrif ugation . 

Figure 53 indicates photographs showing hemagglutination test 
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mediated with Sendai viruses having F gene-deficient genome, or VSV-G 
pseudo-type Sendai viruses having F gene-deficient or F gene- and 
HN gene-deficient genome. 

Figure 54 indicates diagrams showing the specificity of 
5 infection to culture cells of Sendai virus having F gene-deficient 
genome or VSV-G pseudo-type Sendai virus. 

Figure 55 indicates photographs showing the confirmation of the 
structures of NGF-expressing F-deficient Sendai virus (NGF/SeV/AF) . 

Figure 56 is a diagram showing the activity of NGF expressed 
10 by the NGF-comprising cells infected with F-deficient SeV. With the 
initiation of culture, diluted supernatant of SeV-infected cells or 
NGF protein (control) was added to a dissociated culture of primary 
chicken dorsal root ganglion (DRG) neurons . After three days, the 
viable cells were counted by using mitochondrial reduction activity 
15 as an index (n=3) . The quantity of culture supernatant added 
corresponded to 1000-fold dilution. 

Figure 57 indicates photographs showing the activity of NGF 
expressed by the NGF-comprising cells infected with F-deficient SeV. 
With the initiation of culture, diluted supernatant of SeV-infected 
20 cells or NGF protein (control) was added to a dissociated culture 
of primary chicken dorsal root ganglion (DRG) neurons. After three 
days, the samples were observed under a microscope, 

A) control (without NGF) ; 

B) addition of NGF protein (10 ng/mL) ; 

25 C) addition of culture supernatant (100-fold diluted) of NGF/ SeV 

infected cells; 

D) addition of culture supernatant (100-fold diluted) of NGF/ SeV 
infected cells; 

E) addition of culture supernatant (100-fold diluted) of 
30 NGF/SeV/AF infected cells, and; 

F) addition of culture supernatant (100-fold diluted) of 

NGF/SeV/AF-GFP infected cells. 

Figure 58 is a photograph showing moi of Ad-Cre and the 
expression level of F protein. 
35 Figure 59 indicates photographs showing the expression of 

LLC-MK2/F by Adeno-Cre. 
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Figure 60 is a photograph showing the durability of expression 
over the passages. 

Figure 61 indicates photographs showing the localization of F 
protein over the passages. 
5 Figure 62 is a diagram showing the correlation between GFP-CIU 

and anti-SeV-CIU. 

Best Mode for Carrying out the Invention 

The present invention is illustrated in detail below with 
10 reference to Examples, but is not to be construed as being limited 
thereto . 

[Example 1] Construction of F-deficient Sendai virus 
<1> Construction of F-deficient SeV genomic cDNA and F-expressing 
plasmid 

15 The full-length genomic cDNA of Sendai virus (SeV) , pSeV18 + b ( + ) 

(Hasan, M . K. et al., 1997, J. General Virology 78: 2813-2820) 
( M pSeVl8 + b( + )" is also referred to as "pSeV18 + ") was digested with 
Sphl/Kpnl, and the resulting fragment (14673 bp) was recovered and 
cloned into pUC18, which was named plasmid pUC18/KS. The F-disrupted 

20 site was constructed on this pUC18/KS. The F gene disruption was 
performed by the combined use of PCR-ligation method, and as a result, 
the ORF for the F gene (ATG-TGA=1698 bp) was removed; thus 
atgcatgccggcagatga (SEQ ID NO: 1) was ligated to it to construct the 
F-deficient SeV genomic cDNA (pSeV18 + /AF) . In PCR, a PCR product 

25 generated by using a primer pair (forward: 5 1 -gttgagtactgcaagagc/SEQ 
ID NO: 2, reverse: 

5 1 -tttgccggcatgcatgtttcccaaggggagagttttgcaacc/SEQ ID NO: 3) was 
ligated upstream of F and another PCR product generated by using a 
primer pair (forward: 5 1 -atgcatgccggcagatga/SEQ ID NO: 4, reverse: 

30 5 1 -tgggtgaatgagagaatcagc/SEQ ID NO: 5) was ligated downstream of the 
F gene at EcoT22I site. The resulting plasmid was digested with SacI 
and Sail, and then the fragment (4931 bp) spanning the region 
comprising the site where F is disrupted was recovered and cloned 
into pUC18 to generate pUC18/dFSS. This pUC18/dFSS was digested with 

35 Drain. The resulting fragment was recovered and substituted with 
a Drain fragment from the region comprising the F gene of pSeV18 + ; 
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and the ligation was carried out to generate plasmid pSeV18 + /AF. 

Further, in order to construct a cDNA (pSeV18 + /AF-GFP) in which 
the EGFP gene has been introduced at the site where F was disrupted, 
the EGFP gene was amplified by PCR. To set the EGFP gene with a 
5 multiple of 6 (Hausmann, S. et al., RNA 2, 1033-1045 (1996)), PCR 
was carried out with an Nsil-tailed primer 

(5 ' -atgcatatggtgatgcggttttggcagtac : SEQ ID NO: 6) for the 5' end and 
an NgoMIV-tailed primer ( 5 1 -Tgccggctattattacttgtacagctcgtc : SEQ ID 
NO: 7) for the 3' end. The PCR products were digested with restriction 

10 enzymes Nsil and NgoMIV, and then the fragment was recovered from 
the gel; the fragment was ligated at the site of pUC18/dFSS between 
Nsil and NgoMIV restriction enzyme sites where the disrupted F is 
located and the sequence was determined. A Drain fragment 
comprising the EGFP gene was removed and recovered from the site, 

15 and substituted for a Drain fragment in the region comprising the 
F gene of pSeV18 + ; then ligation was carried out to obtain plasmid 
pSeV18 + /AF-GFP. 

On the other hand, Cre-loxP-inducible expression plasmid for 
F gene expression was constructed by amplifying the SeV F gene by 

20 PCR, confirming the sequence, and inserting into the unique site Swal 
of plasmid pCALNdlw (Arai et al., J. Virology 72, 1998, plll5-1121) , 
in which the expression of gene products has been designed to be 
induced by Cre DNA recombinase, to obtain plasmid pCALNdLw/F. 
<2> Preparation of helper cells inducing the expression of SeV-F 

25 protein 

To recover infectious virus particles from F-deficient genome, 
a helper cell strain expressing SeV-F protein was established. The 
cell utilized was LLC-MK2 cell that is commonly used for the growth 
of SeV and is a cell strain derived from monkey kidney. The LLC-MK2 

30 cells were cultured in MEM containing 10% heat-treated inactivated 
fetal bovine serum (FBS) , sodium penicillin G (50 units/ml) , and 
streptomycin (50 jig /ml) at 37°C under 5% C0 2 gas. Because SeV-F gene 
product is cytotoxic, the above-mentioned plasmid pCALNdLw/F designed 
to induce the expression of F gene product through Cre DNA recombinase 

35 was introduced into LLC-MK2 cells by calcium phosphate method 
(mammalian transfection kit (Stratagene) ) according to the gene 
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transfer protocol. 

10 Hg of plasmid pCALNdLw/F was introduced into LLC-MK2 cells 
grown to be 40% confluent in a 10-cm plate, and the cells were cultured 
in 10 ml of MEM containing 10% FBS at 37 °C under 5% C0 2 for 24 hours 
5 in an incubator. After 24 hours, the cells were scraped off, and 
suspended in 10 ml medium; then the cells were plated on 5 dishes 
with 10-cm diameter (one plate with 5 ml; 2 plates with 2 ml; 2 plates 
with 0.2 ml) in MEM containing 10 ml of 10% FBS and 1200 ug/ml G418 
(GIBCO-BRL) for the cultivation. The culture was continued for 14 
10 days while the medium was changed at 2-day intervals, to select cell 
lines in which the gene has been introduced stably. 30 cell strains 
were recovered as G4 18-resistant cells grown in the medium by using 
cloning rings. Each clone was cultured to be confluent in 10-cm 
plates . 

15 After the infection of each clone with recombinant adenovirus 

AxCANCre expressing Cre DNA recombinase, the cells were tested for 
the expression of SeV-F protein by Western blotting using anti-SeV-F 
protein monoclonal IgG (f236; J. Biochem. 123: 1064-1072) as follows. 

After grown to be confluent in a 6-cm dish, each clone was 

20 infected with adenovirus AxCANCre at moi=3 according to the method 
of Saito et al. , (Saito et al . , Nucl. Acids Res. 23: 3816-3821 (1995) ; 
Arai, T. et al., J Virol 72, 1115-1121 (1998)). After the infection, 
the cells were cultured for 3 days. The culture supernatant was 
discarded and the cells were washed twice with PBS buffer, scraped 

25 off with a scraper and were collected by centrif ugation at 1500x g 
for five minutes. 

The cells are kept at -80 °C and can be thawed when used. The 
cells collected were suspended in 150 yil PBS buffer, and equal amount 
of 2x Tris-SDS-BME sample loading buffer (0.625 M Tris, pH 6.8, 5% 

30 SDS, 25% 2-ME, 50% glycerol, 0.025% BPB; Owl) was added thereto. The 
mixture was heat-treated at 98 °C for 3 minutes and then used as a 
sample for electrophoresis. The sample (lx 10 5 cells/lane) was 
fractionated by electrophoresis in an SDS-polyacrylamide gel (Multi 
Gel 10/20, Daiichi Pure Chemicals) . The fractionated proteins were 

35 transferred onto a PVDF transfer membrane (Immobilon-P transfer 
membranes; Millipore) by semi-dry blotting . The transfer was carried 
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out under a constant current of 1 mA/cm 2 for 1 hour onto the transfer 
membrane that had been soaked in 100% methanol for 30 seconds and 
then in water for 30 minutes. 

The transfer membrane was shaken in a blocking solution 
5 containing 0.05% Tween20 and 1% BSA (BlockAce; Snow Brand Milk 
Products) for one hour, and then it was incubated at room temperature 
for 2 hours with an anti-SeV-F antibody (f236) which had been diluted 
1000-folds with a blocking solution containing 0.05% Tween 20 and 
1% BSA. The transfer membrane was washed 3 times in 20 ml of PBS-0 . 1% 

10 Tween20 while being shaken for 5 minutes and then it was washed in 
PBS buffer while being shaken for 5 minutes. The transfer membrane 
was incubated at room temperature for one hour in 10 ml of 
peroxidase-conjugated anti-mouse IgG antibody (Goat anti-mouse IgG; 
Zymed) diluted 2000-fold with the blocking solution containing 0.05% 

15 Tween 20 and 1% BSA. The transfer membrane was washed 3 times with 
20 ml of PBS-0. 1% Tween20 while being shaken for 5 minutes, and then 
it was washed in PBS buffer while being shaken for 5 minutes. 

Detections were carried out for proteins cross-reacting to the 
anti-SeV-F antibody on the transfer membrane by chemiluminescence 

20 method (ECL western blotting detection reagents; Amersham) . The 
result is shown in Figure 1 . The SeV-F expression specific to AxCANCre 
infection was detected to confirm the generation of LLC-MK2 cells 
that induce expression of a SeV-F gene product. 

One of the several resulting cell lines, LLC-MK2/F7 cell, was 

25 analyzed by flow cytometry with an anti-SeV-F antibody (Figure 2) . 
Specifically, lx 10 5 cells were precipitated by centrif ugat ion at 
15, 000 rpm at 4°C for 5 minutes, washed with 200 |il PBS, and allowed 
to react in PBS for FACS (NIKKEN CHEMICALS) containing 100-fold 
diluted anti-F monoclonal antibody (f236) , 0.05% sodium azide, 2% 

30 FCS at 4°C for 1 hour in a dark place. The cells were again 
precipitated at 15, 000 rpm at 4°C for 5 minutes, washed with 200 jal 
PBS, and then allowed to react to FITC-labeled anti-mouse IgG (CAPPEL) 
of 1 M-g/ml on ice for 30 minutes. Then the cells were again washed 
with 200 ^1 PBS, and then precipitated by centrif ugation at 15,000 

35 rpm at 4°C for 5 minutes. The cells were suspended in 1 ml of PBS 
for FACS and then analyzed by using EPICS ELITE (Coulter) argon laser 
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at an excitation wavelength of 488 nm and at a fluorescence wavelength 
of 525 nm. The result showed that LLC-MK2/F7 exhibited a high 
reactivity to the antibody in a manner specific to the induction of 
SeV-F gene expression, and thus it was verified that SeV-F protein 
5 was expressed on the cell surface. 

[Example 2] Confirmation of function of SeV-F protein expressed by 
helper cells 

It was tested whether or not SeV-F protein, of which expression 

10 was induced by helper cells, retained the original protein function. 

After plating on a 6-cm dish and grown to be confluent, 
LLC-MK2/F7 cells were infected with adenovirus AxCANCre at moi=3 
according to the method of Saito et al. (described above) . Then, the 
cells were cultured in MEM (serum free) containing trypsin (7 . 5 jag/ml; 

15 GIBCOBRL) at 37 °C under 5% C0 2 in an incubator for three days. 

The culture supernatant was discarded and the cells were washed 
twice with PBS buffer, scraped off with a scraper, and collected by 
centrif ugation at 1500 x g for five minutes . The cleavage of expressed 
F protein by trypsin was verified by Western blotting as described 

20 above (Figure 3) . SeV-F protein is synthesized as F0 that is a 
non-active protein precursor, and then the precursor is activated 
after being digested into two subunits Fl and F2 by proteolysis with 
trypsin. LLC-MK2/F7 cells after the induction of F protein 
expression thus, like ordinary cells, continues to express F protein, 

25 even after being passaged, and no cytotoxicity mediated by the 
expressed F protein was observed as well as no cell fusion of F 
protein-expressing cells was observed. However, when SeV-HN 
expression plasmid (pCAG/SeV-HN) was transfected into the 
F-expressing cells and the cells were cultured in MEM containing 

30 trypsin for 3 days, cell fusion was frequently observed. The 
expression of HN on the cell surface was confirmed in an experiment 
using erythrocyte adsorption onto the cell surface (Hematoadsorption 
assay; Had assay) (Figure 4) . Specifically, 1% chicken erythrocytes 
were added to the culture cells at a concentration of 1 ml/dish and 

35 the mixture was allowed to stand still at 4°C for 10 minutes. The 
cells were washed 3 times with PBS buffer, and then colonies of 
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erythrocytes on the cell surface were observed. Cell fusion was 
recognized for cells on which erythrocytes aggregated; cell fusion 
was found to be induced through the interaction of F protein with 
HN; and thus it was demonstrated that F protein, the expression of 
5 which was sustained in LLC-MK2/F7, retained the original function 
thereof. 

[Example 3] Functional RNP having F-deficient genome and formation 
of virions 

10 To recover virions from the deficient viruses, it is necessary 

to use cells expressing the deficient protein. Thus, the recovery 
of the deficient viruses was attempted with cells expressing the 
deficient protein, but it was revealed that the expression of F protein 
by the helper cell line stopped rapidly due to the vaccinia viruses 

15 used in the reconstitution of F-deficient SeV (Figure 5) and thus 
the virus reconstitution based on the direct supply of F protein from 
the helper cell line failed. It has been reported that replication 
capability of vaccinia virus is inactivated, but the activity of T7 
expression is not impaired by the treatment of vaccinia virus with 

20 ultraviolet light of long wavelengths (long-wave UV) in the presence 
of added psoralen ( PLWUV treatment ) (Tsungetal., J Virol 70, 165-171, 
1996) . Thus, virus reconstitution was attempted by using 
PLWUV-treated vaccinia virus ( PLWUV-VacT7 ) . UV Stratalinker 2400 
(Catalog NO. 400676 (100V); Stratagene, La Jolla, CA, USA) equipped 

25 with five 15-Watt bulbs was used for ultraviolet light irradiation. 
The result showed that the expression of F protein was inhibited from 
the F-expressing cells used in the reconstitution, but vaccinia was 
hardly grown in the presence of araC after lysate from the cells 
reconstituted with this PLWUV-VacT7 was infected to the helper cells, 

30 and it was also found that the expression of F protein by the helper 
cell line was hardly influenced. Further, this reconstitution of 
wild type SeV using this PLWUV-VacT7 enables the recovery of viruses 
from even 10 3 cells, whereas by previous methods, this was not possible 
unless 10 5 or more cells were there, and thus the efficiency of virus 

35 reconstitution was greatly improved. Thus, reconstitution of 
F-deficient SeV virus was attempted by using this method. 
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<Reconstitution and amplification of F-deficient SeV virus> 

The expression of GFP was observed after transfecting LLC-MK2 
cells with the above-mentioned pSeV18 + /AF-GFP in which the enhanced 
green fluorescent protein (EGFP) gene had been introduced as a reporter 
5 into the site where F had been disrupted according to the 6n rule 
in the manner as described below. It was also tested for the influence 
of the presence of virus-derived genes NP, P, and L that are three 
components required for the formation of RNP. 

LLC-MK2 cells were plated on a 100-mm Petri-dish at a 

10 concentration of 5x 10 6 cells/dish and were cultured for 24 hours. 
After the culture was completed, the cells were treated with psoralen 
and ultraviolet light of long wavelengths (365 nm) for 20 minutes, 
and the cells were infected with recombinant vaccinia virus expressing 
T7 RNA polymerase (Fuerst, T.R. et al., Proc. Natl. Acad. Sci. USA 

15 83, 8122-8126 (1986)) at room temperature for one hour (moi=2) (moi=2 
to 3; preferably moi=2 ) . After the cells were washed 3 times, plasmids 
pSeV18 + /AF-GFP, pGEM/NP, pGEM/P, and pGEM/L (Kato, A. et al., Genes 
cells 1, 569-579 (1996) ) were respectively suspended in quantities 
of 12 ng, 4 jag, 2 |ag, and 4 |ag /dish in OptiMEM (GIBCO) ; SuperFect 

20 transfection reagent (1 ng DNA/5 ^1 SuperFect; QIAGEN) was added 
thereto; the mixtures were allowed to stand still at room temperature 
for 10 minutes; then they are added to 3 ml of OptiMEM containing 
3% FBS; cells were added thereto and cultured. The same experiment 
was carried out using wild-type SeV genomic cDNA (pSeV(+)) (Kato, 

25 A. et al., Genes cells 1, 569-579 (1996)) as a control instead of 
pSeV18 + /AF-GFP. After culturing for 3 hours, the cells were washed 
twice with MEM containing no serum, and then cultured in MEM containing 
cytosine p-D-arabinof uranoside (AraC, 40 |iig/ml; Sigma) and trypsin 
(7.5 jig/ml; GIBCO) for 70 hours. These cells were harvested, and the 

30 pellet was suspended in OptiMEM (10 7 cells/ml) . After 
f reeze-and-thaw treatment was repeated 3 times, the cells were mixed 
with lipofection reagent DOSPER (Boehringer Mannheim) (10 6 cells/25 
\xl DOSPER) and allowed to stand still at room temperature for 15 
minutes. Then F-expressing LLC-MK2/F7 cell line (10 6 cells /well in 

35 12-well plate) was transfected, and the cells were cultured in MEM 
containing no serum (containing 40 ^ig/ml AraC and 7.5 Jig/ml trypsin) . 
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The result showed that the expression of GFP was recognized only 
when all the three components, NP, P, and L derived from the virus 
are present and the deficient virus RNP expressing foreign genes can 
be generated (Figure 6) . 
5 <Conf irmation of F-deficient virions> 

It was tested whether the functional RNP reconstituted by 
F-deficient genomic cDNA by the method as described above could be 
rescued by the F-expressing helper cells and form infective virions 
of F-deficient virus- Cell lysates were mixed with cationic 

10 liposome; the lysates were prepared by freeze/thaw from cells 
reconstituted under conditions in which functional RNP is formed 
(condition where pSeV18 + /AF-GFP, pGEM/NP, pGEM/P, and pGEM/L are 
transfected at the same time) or conditions under which functional 
RNP is not formed (conditions in which two plasmids, pSeV18 + /AF-GFP 

15 and pGEM/NP, are transfected) as described above; the lysates were 
lipofected into F-expressing cells and non-expressing cells; the 
generation of virus particles was observed based on the expansion 
of the distribution of GFP-expressing cells. The result showed that 
the expansion of distribution of GFP-expressing cells was recognized 

20 only when the introduction to the F-expressing cells was carried out 
by using a lysate obtained under condition in which functional RNP 
is reconstituted (Figure 7) . Furthermore, even in plaque assay, the 
plaque formation was seen only under the same conditions. From these 
results, it was revealed that functional RNPs generated from 

25 F-deficient virus genome were further converted into infective virus 
particles in the presence of F protein derived from F-expressing cells 
and the particles were released from the cells. 

The demonstration of the presence of infective F-deficient 
virions in the culture supernatant was carried out by the following 

30 experiment. The lysate comprising the functional RNP constructed 
from the F gene deficient genome was lipofected to F-expressing cells 
as described in Example 2, and the culture supernatant was recovered. 
This culture supernatant was added to the medium of F-expressing cells 
to achieve the infection; on the third day, the culture supernatant 

35 was recovered and concurrently added to both F-expressing cells and 
cells that did not express F; and then the cells were cultured in 
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the presence or absence of trypsin for three days. In F-expressing 
cells, viruses were amplified only in the presence of trypsin (Figure 
8) . It was also revealed that non-infectious virus particles were 
released into the supernatant of cells that do not express F (in the 
5 bottom panel of Figure 9) or from F-expressing cells cultured in the 
absence of trypsin. A summary of the descriptions above is as follows: 
the growth of F-deficient GFP-expressing viruses is specific to 
F-expressing cells and depends on the proteolysis with trypsin. The 
titer of infective F-deficient Sendai virus thus grown ranged from 
10 0.5x 10 7 to lx 10 7 ClU/ml. 

[Example 4] Analysis of F-deficient GFP-expressing virus 

In order to confirm the genomic structure of virions recovered 
from F-deficient cDNA, viruses were recovered from the culture 

15 supernatant of the F-expressing cells, the total RNA was extracted 
and then Northern blot analysis was conducted by using F and HN as 
probes. The result showed that the HN gene was detectable, but the 
F gene was not detectable in the viruses harvested from the 
F-expressing cells, and it was clarified that the F gene was not 

20 present in the viral genome (Figure 10) . Further, by RT-PCR GFP, it 
was confirmed that the gene was present in the deleted locus for F 
as shown in the construction of the cDNA (Figure 11) and that the 
structures of other genes were the same as those from the wild type. 
Based on the findings above, it was shown that no rearrangement of 

25 the genome had occurred during the virus reconstitution . In addition, 
the morphology of recovered F-deficient virus particles was examined 
by electron microscopy. Like the wild type virus, F-deficient virus 
particles had the helical RNP structure and spike-like structure 
inside (Figure 14) . Further, the viruses were examined by 

30 immuno-electron microscopy with gold colloid-conjugated IgG (anti-F, 
anti-HN) specifically reacting to F or HN. The result showed that 
the spike-like structure of the envelope of the virus comprised F 
and HN proteins (Figure 12), which demonstrated that F protein 
produced by the helper cells was efficiently incorporated into the 

35 virions. The result will be described below in detail. 

<Extraction of total RNA, Northern blot analysis, and RT-PCR> 
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Total RNA was extracted from culture supernatant obtained 3 days 
after the infection of F-expressing cell LLC-MK2/F7 with the viruses 
by using QIAamp Viral RNA mini kit (QIAGEN) according to the protocol. 
The purified total RNA (5 |ag) was separated by electrophoresis in 
5 a 1% denaturing agarose gel containing formaldehyde, and then 
transferred onto a Hybond-N+ membrane in a vacuum blotting device 
(Amersham- Pharmacia) . The prepared membrane was fixed with 0.05 M 
NaOH, rinsed with 2-fold diluted SSC buffer (Nacalai tesque) , and 
then was subjected to pre-hybridization in a hybridization solution 

10 (Boehringrer Mannheim) for 30 minutes; a probe for the F or HN gene 
prepared by random prime DNA labeling (DIG DNA Labeling Kit; 
Boehringer Mannheim) using digoxigenin (DIG)-dUTP (alkaline 
sensitive) was added thereto and then hybridization was performed 
for 16 hours. Then, the membrane was washed, and allowed to react 

15 to alkaline phosphatase-con jugated anti-DIG antibody 
(anti-digoxigenin-AP) ; the analysis was carried out by using a DIG 
detection kit. The result showed that the HN gene was detectable but 
the F gene was not detectable in the viruses harvested from the 
F-expressing cells, and it was clarified that the F gene was not 

20 present in the viral genome (Figure 10) . 

Further, detailed analysis was carried out by RT-PCR. In the 
RT-PCR, first strand cDNA was synthesized from the purified virus 
RNA by using SUPERSCRIPTII Preamplif ication System (Gibco BRL) 
according to the protocol; the following PCR condition was employed 

25 with LA PCR kit (TAKARA ver2.1): 94°C/3 min; 30 cycles for the 
amplification of 94°C/45 sec, 55°C/45 sec,72°C/90 sec; incubation 
at 72°C for 10 minutes; then the sample was electrophoresed In a 2% 
agarose gel at 100 v for 30 minutes, the gel was stained with etliidium 
bromide for a photographic image. Primers used to confirm the M gene 

30 and EGFP inserted into the F-deficient site were forward 1: 
5 1 -atcagagacctgcgacaatgc (SEQ ID NO: 8) and reverse 1: 
5 1 -aagtcgtgctgcttcatgtgg ( SEQ ID NO: 9) ; primers used to confirm EGFP 
inserted into the F-deficient site and the HN gene were forward 2: 
5 ' -acaaccactacctgagcacccagtc (SEQ ID NO: 10) and reverse 2: 

35 5 ' -gcctaacacatccagagatcg (SEQ ID NO: 11); and the junction between 
the M gene and HN gene was confirmed by using forward 3: 
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5 1 -acattcatgagtcagctcgc (SEQ ID NO: 12) and reverse 2 primer (SEQ 
ID NO: 11) - The result showed that the GFP gene was present in the 
deficient locus for F as shown in the construction of the cDNA (Figure 
11) and that the structures of other genes were the same as those 
5 from the wild type (Figure 13) . From the findings shown above, it 
is clarified that no rearrangement of the genome had resulted during 
the virus reconstitution . 

< Electron microscopic analysis with gold colloid-conjugated 
immunoqlobulin > 

10 The morphology of recovered F-deficient virus particles were 

examined by electron microscopy . First, culture supernatant of cells 
infected with the deficient viruses was centrifuged at 28,000 rpm 
for 30 minutes to obtain a virus pellet; then the pellet was 
re-suspended in 10-fold diluted PBS at a concentration of lx 10 9 

15 HAU/ml; one drop of the suspension was dropped on a microgrid with 
a supporting filter and then the grid was dried at room temperature; 
the grid was treated with PBS containing 3.7% formalin for 15 minutes 
for fixation and then pre-treated with PBS solution containing 0.1% 
BSA for 30 minutes; further, anti-F monoclonal antibody (f236) or 

20 anti-HN monoclonal antibody (Miura, N. et al., Exp. Cell Res. (1982) 
141: 409-420) diluted 200-folds with the same solution was dropped 
on the grid and allowed to react under a moist condition for 60 minutes . 
Subsequently, the grid was washed with PBS, and then gold 
colloid-conjugated anti-mouse IgG antibody diluted 200-folds was 

25 dropped and allowed to react under a moist condition for 60 minutes. 
Subsequently, the grid was washed with PBS and then with distilled 
sterile water, and air-dried at room temperature; 4% uranium acetate 
solution was placed on the grid for the staining for 2 minutes and 
the grid was dried; the sample was observed and photographed in a 

30 JEM-1200EXII electron microscope (JEOL. ) . The result showed that the 
spike-like structure of the envelope of the virus comprised F and 
HN proteins (Figure 12) , which demonstrated that F protein produced 
by the helper cells was efficiently incorporated into the virions. 
In addition, like the wild type virus, F-deficient virus particles 

35 had a helical RNP structure and a spike-like structure inside (Figure 
14) . 
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[Example 5] High-efficiency gene transfer to a variety of cells via 
F-deficient SeV vector in vitro 

introduction into primary culture cells of rat cerebral cortex nerve 
5 cells> 

Primary culture cells of rat cerebral cortex neurons were 
prepared and cultured as follows: an SD rat (SPF/VAF Cr j : CD, female, 
332 g, up to 9-week old; Charles River) on the eighteenth day of 
pregnancy was deeply anesthetized by diethyl ether, and then 

10 euthanized by bloodletting from axillary arteries. The fetuses were 
removed from the uterus after abdominal section. The cranial skin 
and bones were cut and the brains were taken out. The cerebral 
hemispheres were transferred under a stereoscopic microscope to a 
. working solution DMEM (containing 5% horse serum, 5% calf serum and 

15 10% DMSO) ; they were sliced and an ice-cold papain solution (1.5 U, 
0.2 mg of cysteine, 0.2 mg of bovine serum albumin, 5 mg glucose, 
DNase of 0.1 mg/ml) was added thereto; the solution containing the 
sliced tissues was incubated for 15 minutes while shaking by inverting 
the vial every 5 minutes at 32°C. After it was verified that the 

20 suspension became turbid enough and the tissue sections became 
translucent, the tissue sections were crushed into small pieces by 
pipetting. The suspension was centrifuged at 1200 rpm at 32 °C for 
5 minutes, and then the cells were re-suspended in B27-supplemented 
neural basal medium (GibcoBRL, Burlington, Ontario, Canada) . The 

25 cells were plated on a plate coated with poly-d-lysine (Becton 
Dickinson Labware, Bedford, MA, U.S.A.) at a density of lx 10 5 
cells/dish and then cultured at 37 °C under 5% C0 2 . 

After the primary culture of nerve cells from cerebral cortex 
(5x 10 5 /well) were cultured for 5 days, the cells were infected with 

30 F-deficient SeV vector (moi=5) and further cultured for three days. 
The cells were fixed in a fixing solution containing 1% 
paraformaldehyde, 5% goat serum, and 0 . 5% Triton-X at room temperature 
for five minutes. Blocking reaction was carried out for the cells 
by using BlockAce (Snow Brand Milk Products) at room temperature for 

35 2 hours, and then incubated with 500-fold diluted goat anti-rat 
microtubule-associated protein 2 (MAP-2) (Boehringer) IgG at room 
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temperature for one hour. Further, the cells were washed three times 
with PBS(-) every 15 minutes and then were incubated with 
cys3-conjugated anti-mouse IgG diluted 100-folds with 5% goat 
serum/PBS at room temperature for one hour. Further, after the cells 
5 were washed three times with PBS (-) every 15 minutes, Vectashield ' 
mounting medium (Vector Laboratories, Burlingame, U.S.A.) was added 
to the cells; the cells, which had been double-stained with MAP-2 
immuno staining and GFP fluorescence, were f luorescently observed 
by using a confocal microscope (Nippon Bio-Rad MRC 1024 , Japan) and 

10 an inverted microscope Nikon Diaphot 300 equipped with excitation 
band-pass filter of 470-500-nm or 510-550-nm. The result showed that 
GFP had been introduced in nearly 100% nerve cells that were 
MAP2-positive (Figure 15) . 
introduction into normal human cells> 

15 Normal human smooth-muscle cells, normal human hepatic cells, 

and normal human pulmonary capillary endothelial cells (Cell Systems) 
were purchased from DAINIPPON PHARMACEUTICAL and were cultured with 
SFM CS-C medium kit (Ceil Systems) at 37 °C under 5% C0 2 gas. 

Human normal cells, such as normal human smooth-muscle cells 

20 (Figure 15, Muscle), normal human hepatic cells (Figure 15, Liver), 
and normal human pulmonary capillary endothelial cells (Figure 15, 
Lung) , were infected with F-deficient SeV vector (m.o.i=5) , and then 
the expression of GFP was observed. It was verified that the 
introduction efficiency was nearly 100% and the GFP gene was expressed 

25 at very high levels in all the cells (Figure 15) . 

introduction into mouse primary bone marrow cells> 

Further, an experiment was conducted, in which mouse primary 
bone marrow cells were separated by utilizing lineage markers and 
were infected with F-deficient SeV vector. First, 5-f luorouracil 

30 (5-FU, Wako Pure Chemical Industries) was given to C57BL mouse ( 6-week 
old male) at a dose of 150 mg/kg by intraperitoneal injection (IP 
injection) ; 2 days after the administration, bone marrow cells were 
collected from the thighbone. The mononuclear cells were separated 
by density gradient centrif ugation using Lympholyte-M (Cedarlane) . 

35 A mixture (3x 10 7 ) of Streptavidin-magnetic beads (Pharmingen; 
Funakoshi), which had been coated with biotin-labeled anti-CD45R 
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(B220), anti-Ly6G (Gr-1), anti-Ly-76 (TER-119) , anti-1 (Thyl.2), and 
anti-Mac-1, were added to the mononuclear cells (3x 10 6 cells) , and 
the resulting mixture was allowed to react at 4 °C for 1 hour; a fraction, 
from which Lin + cells had been removed by a magnet, was recovered (Lin" 
5 cells) (Erlich, S. etal., Blood 1999. 93 (1), 80-8 6). SeV of 2x 10 7 
HAU/ml was added to 4x 10 5 cells of Lin" cell, and further recombinant 
rat SCF (100 ng/ml, BRL) and recombinant human IL-6 (100 U/ml) were 
added thereto. In addition, F-deficient SeV of 4x 10 7 HAU/ml was added 
to 8x 10 5 of total bone marrow cells, and GFP-SeV of 5x 10 7 HAU/ml 

10 was added to Ix 10 6 cells. GFP-SeV was prepared by inserting a 
PCR-amplif ied NotI fragment, which contains the green fluorescence 
protein (GFP) gene (the length of the structural gene is 717 bp) to 
which a transcription initiation (Rl) , a termination (R2) signal and 
an intervening (IG) sequence are added, at the restriction enzyme 

15 Notl-cleavage site of SeV transcription unit pUC18/T7HVJRz . DNA (+18) 
(Genes Cells, 1996, 1: 569-579). The reconstit ution of viruses 
comprising the GFP gene was performed according to a known method 
(Genes Cells, 1996, 1: 569-579), using LLC-MK2 cells and embryonated 
egg, and then the viruses comprising the gene of interest were 

20 recovered. After a 48-hour culture following tine infection with 
GFP-SeV, the cells were divided into two groups; one of them was 
allowed to react to phycoerythrin ( PE) -labeled anti-CD117 (c-kit; 
Pharmingen) for 1 hour; the other was a control group. The cells were 
washed 3 times with PBS then were analyzed in a flow cytometer (EPICS 

25 Elite ESP; Coulter, Miami, FL) . 

The result showed that F-deficient SeV vector was also infected 
to bone marrow cells enriched by anti-c-kit antibody that has been 
utilized as a marker for blood primitive stem cells and the expression 
of the GFP gene was observed (Figure 16) . The presence of infective 

30 particles in the culture supernatant was confirmed by determining 
the presence of GFP-expressing cells three days after the addition 
of cell culture supernatant treated with trypsin to LLC-MK2 cells. 
It was clarified that none of these cells released infective virus 
particles . 

35 



[Example 6] Vector administration into rat cerebral ventricle 
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Rats (F334/Du Crj , 6 week old, female, Charles River) were 
anesthetized by intraperitoneal in j ection of Nembutal sodium solution 
(Dainabot) diluted 10 folds (5 mg/ml) with physiological saline 
(Otsuka Pharmaceutical Co., Ltd.). Virus was administrated using 
5 brain stereotaxic apparatus for small animals (DAVID KOPF) . 20 |al 
(10 8 CIU) were injected at the point 5.2 mm toward bregma from 
interaural line, 2.0 mm toward right ear from lambda, 2.4 mm beneath 
the brain surface, using 30G exchangeable needles (Hamilton) . A high 
level expression of GFP protein was observed in ventricle ependymal 

10 cells (Figure 17). Furthermore, in the case of F deficient SeV vector , 
the expression of GFP protein was observed only in ependymal cells 
or nerve cells around the injection site, which come into contact 
with the virus, and no lesion was found in this region. Abnormality 
in behavior or changes in body weight were not observed in the 

15 administered rats until dissection. After dissection, no lesion was 
found in the brain or in any of the tissues and organs analyzed, such 
as liver, lung, kidney, heart, spleen, stomach, intestine, and so 
forth. 

20 [Example 7] Formation of F-less virus particles from F deficient SeV 
genome 
<1> 

F non-expressing LLC-MK2 cells and F expressing LLC-MK2 cells 
(LC-MK2/F7) were infected with F deficient SeV virus and cultured 

25 with ( + ) and without (-) trypsin. The result of HA assay of cell 
culture supernatant after 3 days is shown in Figure 18A. The culture 
supernatant s were inoculated to embryonated chicken eggs, and the 
result of HA assay of chorioallantoic fluids after a 2 day-culture 
is shown in Figure 18B. "C" on top of panel indicates PBS used as 

30 the control group. The numbers indicated under "Dilution" indicates 
the dilution fold of the virus solution. Further, HA-positive 
chorioallantoic fluids in embryonated chicken eggs (lanes 11 and 12) 
was reinoculated into embryonated chicken eggs, and after culturing 
for two days, the chorioallantoic fluid was examined with HA assay 

35 (Figure 19C) . As a result, F non-expressing cells or embryonated 
chicken eggs infected with F deficient SeV virus were found to be 
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HA-positive. However, viruses had not propagated after 

re-inoculation to embryonated chicken eggs, proving that the 
HA-positive virus solution does not have secondary infectivity. 
<2> 

5 The non-infectious virus solution amplified in F non-expressing 

cells was examined for the existence of virus particles- Northern 
blot analysis was performed for total RNA prepared from the culture 
supernatant of F expressing cells, HA-positive, non-infectious 
chorioallantoic fluid, and wildtype SeV by QIAamp viral RNA mini kit 

10 (QIAGEN) , using the F gene and HN gene as probes. As a result, bands 
were detected for RNA derived from chorioallantoic fluid or virus 
in culture supernatant of F expressing cells when the HN gene was 
used as the probe, whereas no bands were detected when using the F 
gene probe (Figure 10) . It was proven that the HA-positive, 

15 non-infectious, fluid has non-infectious virus-like particles with 
an F deficient genome. Further, analysis of the HA-positive, 
non-infectious virus solution by an immunoelectron microscopy 
rev ealed the existence of virus particles, and the envelope of virion 
reacted to the antibody recognizing gold colloid-labeled HN protein, 

20 but not to the antibody recognizing gold colloid-labeled F protein 
(Figure 20) . This result showed the existence of F-less virions, 
proving that the virus can be formed as a virion with HN protein alone, 
even without the existence of the F protein. It has been shown that 
SeV virion can form with F alone (Leyer, S. et al., J Gen. Virol 79, 

25 683-687 (1998)), and the present result proved for the first time 
that SeV virion can be formed with HN protein alone. Thus, the fact 
that F-less virions can be transiently produced in bulk in embryonated 
chicken eggs shows that virions packaging SeV F deficient RNP can 
be produced in bulk. 

30 <3> 

As described above, F-less virus virions transiently amplified 
in embryonated chicken eggs are not at all infective towards cells 
infected by the Sendai virus. To confirm that functional RNP 
structures are packaged in envelopes, F expressing cells and 
35 non-expressing cells were, mixed with cationic liposome (DOSPER, 
Boehringer mannheim) and transfected by incubation for 15 minutes 
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at room temperature. As a result, GFP-expressing cells were not 
observed at all when the cells are not mixed with the cationic liposome, 
whereas all cells expressed GFP when mixed with cationic liposome. 
In F non-expressing cells, GFP expression was seen only in individual 
5 cells and did not extend to adjacent cells, whereas in F expressing 
cells, GFP-expressing cells extended to form colonies (Figure 21) . 
Therefore, it became clear that non-infectious virions transiently 
amplified in embryonated chicken eggs could express a gene when they 
are introduced into cells by methods such as transf ection . 

10 

[Example 8] Reconstitution and amplification of the virus from 
FHN-def icient SeV genome 

Construction of FHN-def icient genomic cDNA> 

To construct FHN-def icient SeV genomic cDNA (pSeV18 + /AFHN) , 

15 pUC18/KS was first digested with EcoRI to construct pUC18/Eco, and 
then whole sequence from start codon of F gene to stop codon of HN 
gene (4866-8419) was deleted, then it was ligated at BsiwI site 
(cgtacg) . After the sequence of FHN deleted region was confirmed by 
base sequencing, EcoRI fragment (4057 bp) was recovered from gels 

20 to substitute for EcoRI fragment of pUC18/KS to accomplish the 
construction. A KpnI/SphI fragment (14673 bp) comprising the FHN 
deleted region was recovered from gels to substitute for KpnI/SphI 
fragment of pSeV18 + to obtain plasmid pSeVl8 + /AFHN . 

On the other hand, the construction of FHN-def icient SeV cDNA 

25 introduced with GFP was accomplished as follows. Sall/Xhol fragment 
(7842 bp) was recovered from pSeV18 + /AFHN, and cloned into pGEMUZ 
(Promega) . The resultant plasmid was named as pGEMUZ/SXdFHN . To 
the FHN-def icient site of pGEMUZ/SXdFHN, PCR product with Bsixl sites 
at both ends of ATG-TAA (846 bp) of d2EGFP (Clontech) was ligated 

30 by digesting with Bsixl enzyme. The resultant plasmid was named as 
pSeV18 + /AFHN-d2GFP. 

Establishment of FHN-def icient , protein co-expressing cell line> 
The plasmid expressing F gene is identical to the one used for 
establishment of F deficient, protein co-expressing cell line, and 
35 plasmid expressing HN gene was similarly constructed, and the fragment 
comprising ORF of HN was inserted to unique Swal site of pCALNdlw 
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(Arai et al., described above) to obtain plasmid named pCALNdLw/HN . 

LLC-MK2 cells were mixed with same amount or different ratio 
of pCALNdLw/F and pCALNdLw/HN, to introduce genes using mammalian 
transfection kit (Stratagene) , according to the manufacture's 
5 protocol. Cells were cloned after a three week-selection with G418. 
Drug resistant clones obtained were infected with a recombinant 
adenovirus (Ade/Cre, Saito et al., described above) (moi=10) , which 
expresses Cre DNA recombinase. Then the cells were collected 3 days 
after inducing expression of F and. HN protein after washing 3 times 
10 with PBS(-), and they were probed with monoclonal IgG of anti-SeV 
F protein and anti-SeV HN protein by using Western blotting method 
(Figure 22) . 

Construction of pGEM/FHN> 

F and HN fragments used for the construction of pCALNdLw/F and 

15 pCALNdLw/HN were cloned into pGEM4Z and pGEM3Z (Promega) to obtain 
pGEM4Z/F and pGEM3Z/HN, respectively. A fragment obtained by PvuII 
digestion of the region comprising T7 promoter and HN of pGEM3Z/HN 
was recovered, and ligated into the blunted site cut at the SacI unique 
site at the downstream of F gene of pGEM4Z/F. F and HN proteins were 

20 confirmed by Western blotting using anti-F or anti-HN monoclonal 
antibodies to be expressed simultaneously when they were aligned in 
the same direction. 

<Reconstitution of FHN-def icient virus> 

The reconstitution of FHN-def icient viruses (P0) was done in 

25 two ways. One was using the RNP transfection method as used in the 
reconstitution of F deficient virus, and the other was using T7 to 
supply co-expressing plasmids. Namely, under the regulation of T7 
promoter, plasmids expressing F and HN proteins were constructed 
separately, and using those plasmids F and HN proteins were supplied 

30 for the reconstitution. In both methods, reconstituted viruses were 
amplified by FHN coexpressing cells. FHN-def icient , GFP-expressing 
SeV cDNA (pSeV18 + /AFHN-d2GFP) , pGEM/NP, pGEM/P, pGEM/L, and pGEM/FHN 
were mixed in the ratio of 12 |ig/10 cm dish, 4 p.g/10 cm dish, 2 |ag/10 
cm dish, 4 |ig/10 cm dish, and 4 |ig/10 cm dish (final total volume, 

35 3 ml/10 cm dish) for gene introduction into LLC-MK2 cells in the same 
way as F deficient SeV reconstitution described above. Three hours 
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after the gene introduction, media was changed to MEM containing AraC 
(40 Jig /ml, SIGMA) and trypsin (7.5 Kg/ml, GIBCO) , and cultured further 
for 3 days- Observation was carried out by fluorescence stereoscopic 
microscope 2 days after gene introduction. The effect of pGEM/FHN 
5 addition was analyzed, and the virus formation was confirmed by the 
spread of GFP-expressing cells. As a result, a spread of 
GFP-expressing cells was observed when pGEM/FHN was added at 
reconstitution, whereas the spread was not observed when pGEM/FHN 
was not added, and the GFP expression was observed only in a single 

10 cell (Figure 23) . It is demonstrated that the addition at FHN protein 
reconstitution caused virus virion formation. On the other hand, in 
the case of RNP transf ection, virus recovery was successfully 
accomplished in FHN expressing cells of PI, as in the case of F 
deficiency (Figure 24, upper panel) . 

15 Virus amplification was confirmed after infection of 

FHN-def icient virus solution to cells induced to express FHN protein 
6 hours or more after Ade/Cre infection (Figure 24, lower panel) . 

Solution of viruses reconstituted from FHN-def icient 
GFP-expressing SeV CDNA was infected to LLC-MK2, LLC— MK2/F, 

20 LLC-MK2/HN and LLC-MK2 / FHN cells, and cultured with or without the 
addition of trypsin. After 3 days of culture, spread of GFP protein 
expressing cells was analyzed. As a result, spread of GFP was observed 
only in LLC-MK2/FHN, confirming that the virus solution can be 
amplified specifically by FHN co-expression and in a trypsin dependent 

25 manner (Figure 25) . 

To confirm FHN-def icient viral genome, culture supernatant 
recovered from LLC-MK2 / FHN cells was centrifuged, and RNA was 
extracted using QIAamp Viral RNA mini kit (QIAGEN) , according to 
manufacturer's protocol. The RNA was used for template synthesis of 

30 RT-PCR using Superscript Preamplif ication System for first Strand 
Synthesis (GIBCO BRL) , and PCR was performed using TAKARA Z-Taq 
(Takara) . F-def icient virus was used as a control group. PCR primer 
sets were selected as combination of M gene and GFP gene, or 
combination of M gene and L gene (for combination of M gene and GFP 

35 gene (M-GFP) , forward: 5 1 -atcagagacctgcgacaatgc / SEQ ID NO: 13, 
reverse: 5 1 -aagtcgtgctgcttcatgtgg / SEQ ID NO: 14; for combination 
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of M gene and L gene (M-L) , forward: 5 1 -gaaaaacttagggataaagt ccc / 
SEQ ID NO: 15, reverse: 5 1 -gttatctccgggatggtgc / SEQ ID NO: 16) . As 
a result, specific bands were obtained for both F-deficient and 
FHN-def icient viruses at RT conditions when using M and GFP genes 
5 as primers. In the case of using M and L genes as primers, the bands 
with given size comprising GFP were detected for FHN deficient sample, 
and lengthened bands with the size comprising HN gene were detected 
for F deficient one. Thus, FHN deficiency in genome structure was 
proven (Figure 26) . 

10 On the other hand, FHN-def icient virus was infected to F 

expressing cells similarly as when using the F-def icient virus, and 
culture supernatant was recovered after 4 days to perform infection 
experiment toward LLC-MK2, LLC-MK2/F, and LLC-MK2 / FHN . As a result, 
GFP expression cell was not observed in any infected cell, showing 

15 that the virus has no infectiousness to these cells. However, it has 
been already reported that F protein alone is enough to form virus 
particles (Kato, A. et al., Genes cells 1, 569-579 (1996)) and that 
asialoglycoprotein receptor (ASG-R) mediates specific infection to 
hepatocytes (Spiegel et al., J. Virol 72, 5296-5302, 1998). Thus, 

20 virions comprising FHN-def icient RNA genome, with virus envelope 
configured with only F protein may be released to culture supernatant 
of F expressing cells. Therefore, culture supernatant of F 
expressing cells infected with FHN-def icient virus was recovered, 
and after centrif ugation, RNA was extracted as described above and 

25 analyzed by RT-PCR by the method described above. As a result, the 
existence of RNA comprising FHN-def icient genome was proved as shown 
in Figure 27. 

Western blotting analysis of virus virion turned into 
pseudotype with VSV-G clearly shows that F and HN proteins are not 
30 expressed. It could be said that herein, the production system of 
FHN-def icient virus virions was established. 

Moreover, virions released from F protein expressing cells were 
overlaid on FHN expressing or non-expressing LLC-MK2 cells with or 
without mixing with a cationic liposome (50 |^1 DOSPER/500 |il/well) . 
35 As a result, spread of GFP-expressing cells was observed when overlaid 
as mixture with DOSPER, while HN-less virion only has no 



49 



infectiousness at all, not showing GFP-expressing cells, as was seen 
in the case of F-less particles described above. In FHN 
non-expressing cells GFP expressing cell was observed, but no evidence 
of virus re-formation and spread was found. 
5 These virus-like particles recovered from F expressing cells 

can infect cells continuously expressing ASG-R gene, ASG-R 
non-expressing cells, or hepatocytes, and whether the infection is 
liver-specific or ASG-R specific can be examined by the the method 
of Spiegel et al. 

10 

[Example 9] Application of deficient genome RNA virus vector 

1. F-deficient RNP amplified in the system described above is 
enclosed by the F-less virus envelope. The envelope can be introduced 
into cells by adding any desired cell-introducing capability to the 

15 envelope by chemical modification methods and such, or by gene 
introducing reagents or gene guns or the like (RNP transf ection, or 
RNP injection), and the recombinant RNA genome can replicate and 
produce proteins autonomously and continuously in the cells . 

2. A vector capable of specific targeting can be produced, when 
20 intracellular domain of HN is left as-is, and the extracellular domain 

of HN is fused with ligands capable of targeting other receptors in 
a specific manner, and recombinant gene capable of producing chimeric 
protein is incorporated into viral-genome. In addition, the vector 
can be prepared in cells producing the recombinant protein. These 
25 vectors can be applicable to gene therapy, as vaccines, or such. 

3. Since the reconstitution of SeV virus deficient in both FHN has 
been successfully accomplished, targeting vector can be produced by 
introducing targeting-capable envelope chimeric protein gene into 
FHN deletion site instead of the GFP gene, reconstituting it by the 

30 same method as in the case of FHN-def icient vector, amplifying the 
resultant once in FHN-expressing cells, infecting the resultant to 
non-expressing cells, and recovering virions formed with only the 
targeting-capable chimeric envelope protein transcribed from the 
viral-genome . 

35 4 . A mini-genome of Sendai virus and a virion formed with only F 

protein packaging mini-genome by introducing NP, P, L and F gene to 
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cells have been reported (Leyer et al. , J Gen. Virol 79, 683-687 , 1998) . 
A vector in which murine leukemia virus is turned into pseudo-type 
by Sendai F protein has also been reported (Spiegel et al., J. Virol 
72, 5296-5302, 1998) . Also reported so far is the specif ic targeting 
5 of trypsin-cleaved F-protein to hepatocytes mediated by ASG-R (Bitzer 
et al., J. Virol. 71, 5481-5486, 1997) . The systems in former reports 
are transient particle-forming systems, which make it difficult to 
continuously recover vector particles. Although Spiegel et al. has 
reported retrovirus vector turned into pseudo-type by Sendai F protein, 

10 this method carries intrinsic problems like the retrovirus being able 
to introduce genes to only mitotic cells. The virus particles 
recovered in the present invention with a FHN co-deficient SeV 
viral-genome and only the F protein as the envelope protein are 
efficient RNA vectors capable of autonomous replication in the 

15 cytoplasm irrespective of cell mitosis. They are hovel virus 
particles, and is a practical system facilitating mass production. 

[Example 10] Virus reconstitution and amplification from 
FHN-def icient SeV genome 
20 The techniques of reconstitution of infectious virus particles 

from cDNA that cloned the viral genome has been established for many 
single strand minus strand RNA viruses such as the Sendai virus, 
measles virus. 

In most of the systems, reconstitution is carried out by 
25 introducing plasmids introduced with cDNA, NP, P, and L genes at the 
downstream of T7 promoter into cells and expressing cDNA and each 
gene using T7 polymerase. To supply T7 polymerase, recombinant 
vaccinia virus expressing T7 polymerase is mainly used. 

T7 expressing vaccinia virus can express T7 polymerase 
30 efficiently in most cells. Although, because of vaccinia 
virus-induced cytotoxicity, infected cells can live for only 2 or 
3 days . In most cases , rif ampicin is used as an ant i -vaccinia reagent . 
In the system of Kato et al. (Kato, A. et al., Genes cells 1, 569-579 
(1996)), AraC was used together with rifampicin for inhibiting 
35 vaccinia virus growth to a minimum level, and efficient reconstitution 
of Sendai virus. 
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However, the reconstitution efficiency of minus strand RNA 
virus represented by Sendai virus is several particles or less in 
lx 10 5 cells, far lower than other viruses such as retroviruses. 
Cytotoxicity due to the vaccinia virus and the complex reconstitution 
5 process (transcribed and translated protein separately attaches to 
bare RNA to form RNP-like structure, and after that, transcription 
and translation occurs by a polymerase) can be given as reasons for 
this low reconstitution efficiency. 

In addition to the vaccinia virus, an adeno virus system was 

10 examined as a means for supplying T7 polymerase, but no good result 
was obtained. Vaccinia virus encodes RNA capping enzyme functioning 
in cytoplasm as the enzyme of itself in addition to T7 polymerase 
and it is thought that the enzyme enhances the translat ional 
efficiency by capping the RNA transcribed by T7 promoter in the 

15 cytoplasm. The present invention tried to enhance the reconstitution 
efficiency of Sendai virus by treating vaccinia virus with 
Psoralen-Long-Wave-UV method to avoid cytotoxicity due to the 
vaccinia virus . 

By DNA cross-linking with Psoralen and long-wave ultraviolet 

20 light, the state in which the replication of virus with DNA genome 
is inhibited, without effecting early gene expression in particular, 
can be obtained. The notable effect seen by inactivation of the virus 
in the system may be attributed to that vaccinia virus having a long 
genome (Tsung, K. et al., J Virol 70, 165-171 (1996)). 

25 In the case of wildtype virus that can propagate autonomously, 

even a single particle of virus formed by reconstitution makes it 
possible for Sendai virus to be propagated by inoculating transf ected 
cells to embryonated chicken eggs. Therefore, one does not have to 
consider of the efficiency of reconstitution and the residual vaccinia 

30 virus seriously. 

However, in the case of reconstitution of various mutant viruses 
for researching viral replication, particle formation mechanism, and 
so on, one may be obligated to use cell lines expressing a protein 
derived from virus and such, not embryonated chicken eggs, for 

35 propagation of the virus. Further, it may greatly possible that the 
mutant virus or deficient virus propagates markedly slower than the 
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wild type virus. 

To propagate Sendai virus with such mutations, transfected 
cells should be overlaid onto cells of the next generation and cultured 
for a long period. In such cases, the reconstitution efficiency and 
5 residual titer of vaccinia virus may be problematic. In the present 
method, titer of surviving vaccinia virus was successfully decreased 
while increasing reconstitution efficiency. 

Using the present method, a mutant virus that could have not 
been ever obtained in the former system using a non-treated vaccinia 

10 virus was successfully obtained by reconstitution (F, FHN-def icient 
virus) . The present system would be a great tool for the 
reconstitution of a mutant virus, which would be done more in the 
future. Therefore, the present inventors examined the amount of 
Psoralen and ultraviolet light (UV) , and the conditions of vaccinia 

15 virus inactivation . 
<Experiment> 

First, Psoralen concentration was tested with a fixed 
irradiation time of 2 min. Inactivation was tested by measuring the 
titer of vaccinia virus by plaque formation, and by measuring T7 

20 polymerase activity by pGEM-luci plasmid under the control of T7 
promoter and mini-genome of Sendai virus. The measurement of T7 
polymerase activity of mini-genome of Sendai virus is a system in 
which cells are transfected concomitantly with plasmid of mini-genome 
of Sendai virus and pGEM/NP, pGEM/P, and pGEM/L plasmids, which 

25 express NP- , P-, and L-protein of Sendai virus by T7, to examine 
transcription of lucif erase enzyme protein by RN A polymerase of Sendai 
virus after the formation of ribonucleoprotein complex. 

After the 2 min UV irradiation, decrease in titer of vaccinia 
virus depending on psoralen concentration was seen. However, T7 

30 polymerase activity was unchanged for a Psoralen concentration up 
to 0, 0.3, and 1 ng/ml, but decreased approximately to one tenth at 
10 ng/ml (Figure 28) . 

Furthermore, by fixing Psoralen concentration to 0.3 |ag/ml, UV 
irradiation time was examined. In accordance with the increase of 

35 irradiation time, the titer of vaccinia virus was decreased, although 
no effect on T7 polymerase activity was found up to a 30 min irradiation. 
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In this case, under the conditions of 0.3 ng/ml and 30 min irradiation, 
titer could be decreased down to 1/1000 without affecting T7 
polymerase activity (Figure 29) . 

However, in vaccinia virus with a decreased titer of 1/1000, 
5 CPE 24 hours after infection at moi=2 calibrated to pretreatment titer 
(moi=0.002 as residual titer after treatment) was not different from 
that of non-treated virus infected at moi=2 (Figure 30) . 

Using vaccinia virus treated under the conditions described 
above, the efficiency of reconstitution of Sendai virus was examined. 

10 Reconstitution was carried out by the procedure described below, 
modifying the method of Kato et al. mentioned above. LLC-MK2 cells 
were seeded onto 6~well microplates at 3x 10 5 cells/well, and after 
an overnight culture, vaccinia virus was diluted to the titer of 6x 
10 5 pfu/100 Hi calibrated before PLWUV treatment, and infected to 

15 PBS-washed cells. One hour after infection, 100 |.il of OPTI-MEM added 
with 1, 0.5, 1, and 4 \xg of plasmid pGEM-NP, P, L, and cDNA, respectively, 
was further added with 10 \xl Superfect (QIAGEN) and left standing 
for 15 min at room temperature, and after adding 1 ml OPTI-MEM (GIBCO) 
(containing Rif. and AraC) , was overlaid onto the cells. 

20 Two, three and four days after transf ection, cells were 

recovered, centrifuged, and suspended in 300 |il/well of PBS. 100 |al 
of cell containing solution made from the suspension itself, or by 
diluting the suspension by 10 or 100 folds, was inoculated to 
embryonated chicken eggs at day 10 following fertilization, 4 eggs 

25 for each dilution (lx 10 5 , lx 10 4 , and lx 10 3 cells, respectively) . 
After 3 days, allantoic fluid was recovered from the eggs and the 
reconstitution of virus was examined by HA test (Table 1) . Eggs with 
HA activity was scored as 1 point, 10 points and 100 points for eggs 
inoculated with lx 10 5 , lx 10 4 , and lx 10 3 cells, respectively, to 

30 calculate the Reconstitution Score (Figure 31) . The formula is as 
shown in Table 1. 

Table 1. Effect of the duration of UV treatment of vaccinia virus 
on reconstitution efficiency of Sendai virus 

35 
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Also, residual titers of vaccinia virus measured at 2, 3, and 
4 days after transfection within cells were smaller in the treated 
group in proportion to the titer given before transfection (Figure 
32) . 

By inactivating vaccinia virus by PLWUV, titer could be 
decreased down to 1/1000 without affecting T7 polymerase activity. 
However, CPE derived from vaccinia virus did not differ from that 
of non-treated virus with a 1000 fold higher titer as revealed by 
microscopic observations . 

Using vaccinia virus treated with the condition described above 
for reconstitution of Sendai virus, reconstitution efficiency 
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increased from ten to hundred folds (Figure 31) . At the same time, 
residual titer of vaccinia virus after transfection was not 5 pfu/10 5 
cells or more. Thus, the survival of replicable vaccinia virus was 
kept at 0.005% or less. 

5 

[Example 11] Construction of pseudotype Sendai virus 
<1> Preparation of helper cells in which VSV-G gene product is induced 
Because VSV-G gene product has a cytotoxicity, stable 
transf ormant was created in LLC-MK2 cells using plasmid pCALNdLG (Arai 

10 T. et al., J- Virology 72 (1998) plll5-1121) in which VSV-G gene 
product can be induced by Cre recombinase. Introduction of plasmid 
into LLC-MK2 cells was accomplished by calcium phosphate method 
(CalPhosTMMammalian Transfection Kit, Clontech) , according to 
accompanying manual. 

15 Ten micrograms of plasmid pCALNdLG was introduced into LL.C-MK2 

cells grown to 60% confluency in a 10 cm culture dish. Cells were 
cultured for 24 hours with 10 ml MEM-FCS 10% medium in a 5% C0 2 incubator 
at 37°C. After 24 hours, cells were scraped off and suspended in 10 
ml of medium, and then using five 10 cm culture dishes, 1, 2 and 2 

20 dishes were seeded with 5 ml, 2 ml and 0.5 ml, respectively. Then 
they were cultured for 14 days in 10 ml MEM-FCS 10% medium containing 
1200 |ig/ml G418 (GIBCO-BRL) with a medium change on every other day 
to select stable transf ormants . Twenty-eight clones resistant to 
G418 grown in the culture were recovered using cloning rings. Each 

25 clone was expanded to confluency in a 10 cm culture dish. 

For each clone, the expression of VSV-G was examined by Western 
blotting described below using anti-VSV-G monoclonal antibody, after 
infection with recombinant adenovirus AxCANCre containing Cre 
recombinase . 

30 Each clone was grown in a 6 cm culture dish to confluency, and 

after that, adenovirus AxCANCre was infected at MOI=10 by the method 
of Saito et al. (see above) , and cultured for 3 days. After removing 
the culture supernatant, the cells were washed with PBS, and detached 
from the culture dish by adding 0 . 5 ml PBS containing 0.05% trypsin 

35 and 0.02% EDTA (ethylenediaminetetraacetic acid) and incubating at 
37°C, 5 min. After suspending in 3 ml PBS, the cells were collected 
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by centrifugation at 1500x g, 5 min. The cells obtained were 
resuspended in 2 ml PBS, and then centrifuged again at 1500x g, 5 
min to collect cells. 

The cells can be stored at -20°C, and can be used by thawing 
5 according to needs. The collected cells were lysed in 100 ^1 cell 
lysis solution (RIPA buffer, Boehringer Mannheim) , and using whole 
protein of the cells (lx 10 5 cells per lane) Western blotting was 
performed. Cell lysates were dissolved in SDS-polyacrylamide gel 
electrophoresis sample buffer (buffer comprising 6 mM Tris-HCl 

10 (pH6.8), 2% SDS, 10% glycerol, 5% 2-mercaptoethanol ) and subjected 
as samples for electrophoresis after heating at 95°C, 5 min. The 
samples were separated by electrophoresis using SDS-polyacrylamide 
gel (Multigel 10/20, Daiichi Pure Chemicals Co., Ltd), and the 
separated protein was then transferred to transfer membrane 

15 (Immobilon-P Transf erMembranes , Millipore) by semi-dry blotting 
method. Transfer was carried out using transfer membrane soakeci with 
100% methanol for 20 sec and with water for 1 hour, at a 1 mA/cm 2 constant 
current for 1 hour. 

The transfer membrane was shaken in 40 ml of blocking solution 

20 (Block-Ace, Snow Brand Milk Products Co .-, Ltd.) for 1 hour, and washed 
once in PBS. 

The transfer membrane and 5 ml anti-VSV-G antibody (clone P4D4, 
Sigma) diluted 1/1000 by PBS containing 10% blocking solution were 
sealed in a vinyl-bag and left to stand at 4°C. 
25 The transfer membrane was soaked twice in 40 ml of PBS-0 . 1% Tween 

20 for 5 min, and after the washing, soaked in PBS for 5 min for washing. 

The transfer membrane and 5 ml of anti-mouse IgG antibody 
labeled with peroxidase (anti-mouse immunoglobulin, Amersham) 
diluted to 1/2500 in PBS containing 10% blocking solution were sealed 
30 in vinyl-bag and were shaken at room temperature for 1 hour . 

After shaking, the transfer membrane was soaked twice in 
PBS-0 .1% Tween 20 for 5 min, and after the washing, soaked in PBS 
for 5 min for washing. 

The detection of proteins on the membrane crossreacting with 
35 anti-VSV-G antibody was carried out by the luminescence method (ECL 
Western blotting detection reagents, Amersham) . The result is shown 
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in Figure 33. Three clones showed AxCANCre infection specific VSV-G 
expression, confirming the establishment of LLC-MK2 cells in which 
VSV-G gene product can be induced. 

One clone among the clones obtained, named as LLCG-L1 , was 
5 subjected to flow cytometry analysis using anti-VSV antibody (Figure 
34) - As a result, reactivity with antibody specific to VSV-G gene 
induction was detected in LLCG-L1, confirming that VSV-G protein is 
expressed on the cell surface. 

10 <2> Preparation of pseudotype Sendai virus comprising a genome 
deficient in the F gene using helper cells 

Sendai virus comprising a genome deficient in F gene was 
infected to VSV-G gene expressing cells, and whether production of 
pseudotype virus with VSV-G as capsid can be seen or not was examined 

15 using F-deficient Sendai virus comprising GFP gene described in the 
examples above, and the expression of GFP gene as an index. As a result, 
in LLCG-L1 without infection of recombinant adenovirus AxCANCre 
comprising Cre recombinase, viral gene was introduced by F-deficient 
Sendai virus infection and GFP-expressing cells were detected, 

20 although the number of expressing cells was not increased. In VSV-G 
induced cells, chronological increase of GFP-expressing cells was 
found. When 1/5 of supernatants were further added to newly VSV-G 
induced cells, no gene introduction was seen in the former supernatant, 
while the increase of GFP-expressing cells as well as gene 

25 introduction were found in the latter supernatant. Also, in the case 
that supernatant from latter is added to LLCG-Ll cells without 
induction of VSV-G, gene was introduced, but increase of 
GFP-expressing cells was not seen. Taken together, virus propagation 
specific to VSV-G expressing cells was found, and pseudotype 

30 F-deficient virus formation with VSV-G was found. 

<3> Evaluation of conditions for producing pseudotype Sendai virus 
with F gene-deficient genome 

A certain amount of pseudotype Sendai viruses with F 
gene-deficient genomes was infected changing the amount of AxCANCre 

35 infection (MOI = 0, 1.25, 2.5, 5, and 10) and culture supernatant was 
recovered at day 7 or day 8. Then, the supernatant was infected to 
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the cells before and after induction of VSV-G, and after 5 days, number 
of cells expressing GFP was compared to see the effect of amount of 
VSV-G gene expression. As a result, no virus production was found 
at MOI=0 and maximum production was found at MOI = 10 (Figure 35) - In 
5 addition, when time course of virus production was analyzed, the 
production level started to increase from day 5 or after, persisting 
to day 8 (Figure 36) . The measurement of virus titer was accomplished 
by calculating the number of particles infected to cells in the virus 
solution (CIU) , by counting GFP-expressing cells 5 days after 
10 infection of serially (10 fold each) diluted virus solutions to cells 
not yet induced with VSV-G. As a result, the maximal virus production 
was found to be 5x 10 5 ClU/ml. 

<4> Effect of anti-VSV antibody on infectiousness of pseudotype Sendai 
virus with F gene-deficient genome 

15 As to whether pseudotype Sendai virus with F gene-deficient 

genome obtained by using VSV-G expressing cells comprises VSV-G 
protein in the capsid, the neutralizing activity of whether 
infectiousness will be affected was evaluated using anti-VSV antibody. 
Virus solution and antibody were mixed and lest standing at room 

20 temperature for 30 min, and then infected to LLCG-L1 cells without 
VSV-G induction. On day 5, gene-introducing capability was examined 
by the existence of GFP-expressing cells. As a result, perfect 
inhibition of infectiousness was seen by the anti-VSV antibody, 
whereas in Sendai virus with F gene-deficient genome having the 

25 original capsid, the inhibition was not seen (Figure 37) . Therefore, 
it was clearly shown that the present virus obtained is a pseudotype 
Sendai virus comprising VSV-G protein in its capsid, in which 
infectiousness of the virus can be specifically inhibited by an 
antibody. 

30 <5> Confirmation of pseudotype Sendai virus's possession of 

F-def icient genome 

Western blotting analysis of cell extract of infected cells was 

carried out to examine if the present virus propagated in cells 

expressing VSV-G gene is the F-def icient type. Western analysis was 
35 accomplished by the method described above. As the primary 

antibodies, anti-Sendai virus polyclonal antibody prepared from 
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rabbit, anti-F protein monoclonal antibody prepared from mouse, and 
anti-HN protein monoclonal antibody prepared from mouse were used. 
As the secondary antibodies, anti-rabbit IgG antibody labeled with 
peroxidase in the case of anti-Sendai virus polyclonal antibody, and 
5 anti-mouse IgG antibody labeled with peroxidase in the case of anti-F 
protein monoclonal antibody and anti-HN protein monoclonal antibody, 
were used. As a result, F protein was not detected, whereas protein 
derived from Sendai virus and HN protein were detected, confirming 
it is F-deficient type. 

10 <6> Preparation of pseudotype Sendai virus with F and HN 
gene-deficient genome by using helper cells 

Whether the production of pseudotype virus with VSV-G in its 
capsid is observed after the infection of Sendai virus with F and 
HN gene-deficient genome to LLCG-L1 cells expressing VSV-G gene was 

15 analyzed using GFP gene expression as the indicator and F and HN 
gene-deficient Sendai virus comprising GFP gene described in examples 
above, by a similar method as described in examples above. As a result, 
virus propagation specific to VSV-G expressing cells. was observed, 
and the production of F and HN deficient Sendai virus that is a 

20 pseudotype with VSV-G was observed (Figure 38) . The measurement of 
virus titer was accomplished by calculating the number of particles 
infected to cells in the virus solution (CIU) , by counting 
GFP-expressing cells 5 days after infection of serially (10 fold each) 
diluted virus solutions to cells not yet induced with VSV-G. As a 

25 result, the maximal virus production was lx 10 6 ClU/ml. 

<7> Confirmation of pseudotype Sendai virus's possession of F and 
HN deficient genome 

Western blotting of proteins in cell extract of infected, cells 
was carried out to analyze whether the present virus propagated in 

30 VSV-G expressing cells are the F and HN deficient type. As a result, 
F and HN proteins were not detected, whereas proteins derived from 
Sendai virus were detected, confirming that it is F and HN deficient 
type (Figure 39) . 

35 [Example 12] Analysis of virus reconstitution method 
Conventional method> 
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LLC-MK2 cells were seeded onto 100 mm culture dishes at 5x 10 6 
cells/dish. After a 24 hour culture, the cells were washed once with 
MEM medium without serum, and then infected with recombinant vaccinia 
virus expressing T7 RNA polymerase (Fuerst, T.R. et al., Proc. Natl. 
5 Acad. Sci. USA 83, 8122-8126 1986) (vTF7-3) at room temperature for 
1 hour (moi=2) (moi=2 to 3, preferably moi=2 is used) . The virus used 
herein, was pretreated with 3 jig/ml psoralen and long-wave ultraviolet 
light (365 nm) for 5 min. Plasmids pSeV18 + /AF-GFP, pGEM/NP, pGEM/P, 
and pGEM/L (Kato, A. et al., Genes cells 1, 569-57 9(1996)) were 

10 suspended in Opti-MEM medium (GIBCO) at ratio of 12 |ig, 4 |-ig, 2 (ig, 
and 4 ^ig/dish, respectively. Then, SuperFect transfection reagent 
(1 jag DNA/5 QIAGEN) was added and left to stand at room temperature 
for 15 min and 3 ml Opti-MEM medium containing 3% FBS was added. 
Thereafter, the cells were washed twice with MEM medium without serum, 

15 and DNA-SuperFect mixture was added. After a 3 hr culture, cells were 
washed twice with MEM medium without serum, and cultured 70 hours 
in MEM medium containing 4 0 f^g/ml cytosine P-D-arabinof uranoside 
(AraC, Sigma) . Cells and culture supernatant were collected as P0-d3 
samples. Pellets of P0-d3 were suspended in Opti-MEM medium (10 7 

20 cells/ml) . They were f reeze-thawed three times and then mixed with 
lipofection reagent DOSPER (Boehringer Mannheim) (10 6 cells/25 |al 
DOSPER) and left to stand at room temperature for 15 min. Then, F 
expressing LLC-MK2/F7 cells were transfected with the mixture (10 6 
cells/well in 24-well plate) and cultured with MEM medium without 

25 serum (containing 40 JJ-g/ml AraC and 7.5 |ig/ml trypsin). Culture 
supernatants were recovered on day 3 and day 7 and were designated 
as Pl-d3 and Pl-d7 samples. 

<Envelope plasmid + F expressing cells overlaying method> 

Transfection was carried out similarly as described above, 

30 except that 4 jag/dish envelope plasmid pGEM/FHN was added. After a 
3 hr culture, cells were washed twice with MEM medium without serum, 
and cultured 48 hours in MEM medium containing 40 jig/ml cytosine 
P-D-arabinofuranoside (AraC, Sigma) and 7.5 |ng/ml trypsin. After 
removing the culture supernatant, cells were overlaid with 5 ml cell 

35 suspension solution of a 100 mm dish of F expressing LLC-MK2/F7 cells 
suspended with MEM medium without serum (containing 40 ng/ml AraC 
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and 7.5 |ag/ml trypsin) . After a 48 hr culture, cells and supernatants 
were recovered and designated as P0-d4 samples. Pellets of P0-d4 
samples were suspended in Opt i -MEM medium (2x 10 7 cells/ml) and 
freeze-thawed three times. Then F expressing LLC-MK2/F7 cells were 
5 overlaid with the suspension (2x 10 6 cells/well, 24-well plate) and 
cultured in MEM medium without serum (containing 4 0 |ig/ml AraC and 
7.5 ng/ml trypsin) . Culture supernatants were recovered on day 3 and 
day 7 of the culture, designated as Pl-d3 and Pl-d7 samples, 
respectively. As a control, experiment was carried out using the same 
10 method as described above, but without overlaying and adding only 
the envelope plasmid. 

<CIU (Cell Infectious Units) measurement by counting GFP-expressing 
cells (GFP-CIU) > 

LLC-MK2 cells were seeded onto a 12-well plate at 2x 10 5 

15 cells/well, and after 24 hr culture the wells were washed once with 
MEM medium without serum. Then, the cells were infected with 100 
|j.l/well of appropriately diluted samples described above (P0 — d3 or 
P0-d4, Pl-d3, and Pl-d7), in which the samples were diluted as 
containing 10 to 100 positive cells in 10 cm 2 . After 15 min, 1 ml /well 

20 of serum-free MEM medium was added, and after a further 24 hr culture, 
cells were observed under fluorescence microscopy to count 
GFP-expressing cells. 

<Measurement of CIU (Cell Infectious Units) > 

LLC-MK2 cells were seeded onto a 12-well plate at 2x 10 5 

25 cells/dish and after a 24 hr culture, cells were washed once with 
MEM medium without serum. Then, the cells were infected with 100 
M-l/well of samples described above, in which the virus vector 
contained is designated as SeV/AF-GFP. After 15 min, 1 ml/well of 
MEM medium without serum was added and cultured for a further 2 4 hours . 

30 After the culture, cells were washed with PBS (-) three times and 
were dried up by leaving standing at room temperature for 
approximately 10 min to 15 min. To fix cells, 1 ml/well acetone was 
added and immediately removed, and then the cells were dried up again 
by leaving to stand at room temperature for approximately 10 min to 

35 15 min. 300 |il/well of anti-SeV polyclonal antibody (DN-1) prepared 
from rabbit, 100-fold diluted with PBS (-) was added to cells were 
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and incubated for 45 min at 37 °C. Then, they were washed three times 
with PBS (-) and 300 p-l/well of anti-rabbit IgG (H+L) 
fluorescence-labeled second antibody (Alexa™568, Molecular Probes) , 
200-fold diluted with PBS (-) was added and incubated for 45 min at 
5 37°C. After washing with PBS (-) three times, the cells were observed 
under fluorescence microscopy (Emission: 560 nm, Absorption: 64 5 nm 
filters, Leica) to find florescent cells (Figure 40) . 

As controls, samples described above (SeV/AF-GFP) were infected 
at 100 |il/well, and after 15 min 1 ml/well of MEM without serum was 
10 added, and after a 24 hr culture, cells were observed under 
fluorescence microscopy (Emission: 360 nm, Absorption: 470 nm filters , 
Leica) to find GFP-expressing cells, without the process after the 
culture . 

15 [Example 13] Evaluation of the most suitable PLWUV (Psoralen and 
Long-Wave UV light) treatment conditions for vaccinia virus (vTF7-3) 
for increasing reconstitution efficiency of deficient-type Sendai 
virus vector 

LLC-MK2 cells were seeded onto 100 mm culture dishes at 5x 10 6 

20 cells/dish, and after a 24 hr culture, the cells were washed once 
with MEM medium without serum. Then, the cells were infected with 
recombinant vaccinia virus (vTF7-3) (Fuerst, T.R. et al., Proc. Natl. 
Acad. Sci. USA 83, 8122-8126(1986)) expressing T7 RNA polymerase at 
room temperature for 1 hour (moi=2) (moi=2 to 3, preferably moi=2 is 

25 used). The virus used herein, was pretreated with 0.3 to 3 |ag/ml 
psoralen and long-wave ultraviolet light (365 nm) for 2 to 20 min. 
Plasmids pSeV18 + /AF-GFP, pGEM/NP, pGEM/P, and pGEM/L (Kato, A. et al . , 
Genes cells 1, 569-579 (1996)) were suspended in Opt i -MEM medium 
(GIBCO) at ratio of 12 jig, 4 jug, 2 jag, and 4 ^ig/dish, respectively. 

30 Then, SuperFect transfection reagent (1 jug DNA/5 Hi, QIAGEN) was added 
and left to stand at room temperature for 15 min and 3 ml Opt i -MEM 
medium containing 3% FBS was added. Thereafter, the cells were washed 
twice with MEM medium without serum, and then DNA-SuperFect mixture 
was added. After a 3 hr culture, cells were washed twice with MEM 

35 medium without serum, and cultured 48 hours in MEM medium containing 
40 |ag/ml cytosine P-D-arabinof uranoside (AraC, Sigma) . 
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Approximately 1/20 of field of view in 100 mm culture dish was observed 
by a fluorescence microscope and GFP-expressing cells were counted. 
To test the inactivation of vaccinia virus (vTF7-3) , titer measurement 
by plaque formation (Yoshiyuki Nagai et al., virus experiment 
5 protocols, p291-296, 1995) was carried out. 

Further, fixing the timing of recovery after transfection to 
day 3, psoralen and UV irradiation time were examined. Using vaccinia 
virus (vTF7-3) treated with each PLWUV treatment, reconstitut ion 
efficiency of Sendai virus was examined. Reconstitution was carried 

10 out by modifying the method of Kato et al., namely by the procedure 
described below. LLC-MK2 cells were seeded onto a 6-well microplate 
at 5x 10 5 cells/well, and after an overnight culture (cells were 
considered to grow to lx 10 6 cells/well), PBS washed cells were 
infected with diluted vaccinia virus (vTF7-3) at 2x 10 6 pfu/100 \xl 

15 calibrated by titer before PLWUV treatment . After a 1 hour infection, 
50 \xl of Opt i -MEM medium (GIBCO) was added with 1, 0.5, 1, and 4 ng 
of plasmid pGEM/NP, pGEM/P, pGEM/L, and additional type SeV cDNA 
(pSeV18 + b ( + ) ) (Hasan, M. K. et al. , J. General Virology 78: 2813-2820, 
1997), respectively. 10 fil SuperFect (QIAGEN) was further added and 

20 left to stand at room temperature for 15 min. Then, 1 ml of Opt 1 -MEM 
(containing 40 jxg/ml AraC) was added and overlaid onto the cells. 
Cells were recovered 3 days after transfection, then centrifuged and 
suspended in 100 jul/well PBS. The suspension was diluted 10, 100, 
and 1000-fold and 100 jxl of resultant cell solution was inoculated 

25 into embryonated chicken eggs 10 days after fertilization, using 3 
eggs for each dilution (lx 10 5 , lx 10 4 and lx 10 3 cells, respectively) . 
After 3 days, allantoic fluid was recovered from the eggs and virus 
reconstitution was examined by HA test. To calculate reconstitution 
efficiency, eggs showing HA activity that were inoculated with lx 

30* 10 5 cells, lx 10 4 cells and lx 10 3 cells, were counted as 1, 10, and 
100 point (s), respectively. 
<Results> 

Results of Examples 12 and 13 are shown in Figures 40 to 43, 
and Table 2. The combination of envelope expressing plasmid and cell 
35 overlay increased the reconstitution efficiency of SeV/AF-GFP. 
Notable improvement was obtained in d3 to d4 (day 3 to day4) of P0 



64 



(before subculture) (Figure 41) . In Table 2, eggs were inoculated 
with cells 3 . days after transf ection . The highest reconstitution 
efficiency was obtained in day 3 when treated with 0.3 jig/ml psoralen 
for 20 min. Thus, these conditions were taken as optimal conditions 
(Table 2) . 

Table 2: Effect of PLWUV treatment of vaccinia virus on reconstitution 
of Sendai virus 
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[Example 14] Preparation of LacZ-comprising, F-deficient, 
GFP-non-comprising Sendai virus vector 

Construction of F-deficient type, LacZ gene-comprising SeV vector 
cDNA> 
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To construct cDNA comprising LacZ gene at Not I restriction site 
existing at the upstream region of NP gene of pSeV18 + /AF described 
in Example 1 (pSeV ( + 18 : LacZ ) /AF) , PCR was performed to amplify the 
LacZ gene. PCR was carried out by adjusting LacZ gene to multiples 
5 of 6 (Hausmann, S et al., RNA 2, 1033-1045 (1996)) and using primer 
(5' -GCGCGGCCGCCGTACGGTGGCAACCATGTCGTTTACTTTGACCAA- 3 ' /SEQ ID NO: 
17) comprising Not I restriction site for 5' end, and primer 
( 5 ' -GCGCGGCCGCGATGAACTTTCACCCTAAGTTTTTCTTACTACGGCGTACGCTATTACTTC 
TGACACCAGACCAACTGGTA-3' /SEQ ID NO: 18) comprising transcription 

10 termination signal of SeV (E) , intervening sequence (I), 
transcription initiation signal (S) , and Not I restriction site for 
3' end, using pCMV-P (Clontech) as template. The reaction conditions 
were as follows. 50 ng pCMV-p, 200 fiM dNTP (Pharmacia Biotech) , 100 
pM primers, 4 U Vent polymerase (New England Biolab) were mixed with 

15 the accompanying buffer, and 25 reaction temperature cycles of 94 °C 
30 sec, 50°C 1 min, 72°C 2 min were used. Resultant products were 
electrophoresed with agarose gel electrophoreses. Then, 3-2 kb 
fragment was cut out and digested with NotI after purification. 
pSeV ( + 18 : LacZ) /AF was obtained by ligating with NotI digested 

20 fragment of pSeV18+/AF. 
Conventional method> 

LLC-MK2 cells were seeded onto 100 mm culture dish at 5x 10 6 
cells/dish, and after a 24 hour culture, the cells were washed once 
with MEM medium without serum. Then, the cells were infected with 

25 recombinant vaccinia virus (vTF7-3) (Fuerst, T.R. et al., Proc. Natl. 
Acad. Sci. USA 83, 8122-8126 (1986)) expressing T7 RNA polymerase 
at room temperature for 1 hour (moi=2) (moi=2 to 3, preferably moi=2 
is used) . The virus used herein was pretreated with 3 mj/ml psoralen 
and long-wave ultraviolet light (365 nm) for 5 min. LacZ comprising, 

30 F-deficient type Sendai virus vector cDNA (pSeV ( + 18 : LacZ ) AF) , 
pGEM/NP, pGEM/P, and pGEM/L (Kato, A. et al., Genes Cells 1, 569-579 
(1996)) were suspended in Opti-MEM medium (GIBCO) at a ratio of 12 
4 Jig, 2 jag, and 4 jag/dish, respectively, 4 |ag/dish envelope plasmid 
pGEM/FHN and SuperFect transfection reagent (1 Hg DNA/5 QIAGEN) 

35 were added and left to stand at room temperature for 15 min. Then, 
3 ml Opti-MEM medium containing 3% FBS was added and the cells were 
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washed twice with MEM medium without serum, and then the DNA-Super Feet 
mixture was added. After a 3 hr culture, cells were washed twice with 
MEM medium without serum, and cultured 24 hours in MEM medium 
containing 40|ig/ml cytosine p-D-arabinof uranoside (AraC, Sigma) and 
5 7.5 jig /ml trypsin. Culture supernatants were removed and 5 ml of 
suspension of a 100 mm culture dish of F expressing LLC-MK2/F7 cells 
in MEM medium without serum (containing 40 Hg/ml AraC and 7.5 |-ig/ml 
trypsin) was overlaid onto the cells. After further a 48 hr culture, 
the cells and supernatants were recovered and designated as P0-d3 

10 samples. The P0-d3 pellets were suspended in Opti-MEM medium (2x 10 7 
cells/ml) and after 3 times of f reeze-thawing, were mixed with 
lipofection reagent DOSPER (Boehringer Mannheim) (10 6 cells/2 5 |al 
DOSPER) and left to stand at room temperature for 15 min. Then, F 
expressing LLC-MK2/F7 cells were transfected with the mixture (10 6 

15 cells/well, 24-well plate) and cultured with MEM medium without serum 
(containing 40 |^g/ml AraC and 7.5 jxg/ml trypsin). The culture 
supernatants were recovered on day 7, and designated as Pl-d7 samples. 
Further, total volumes of supernatants were infected to F expressing 
LLC-MK2/F7 cells seeded onto 12-well plates at 37 °C for 1 hour. Then, 

20 after washing once with MEM medium, the cells were cultured in MEM 
medium without serum (containing 40 jxg/ml AraC and 7 . 5 ng/ml trypsin) . 
The culture supernatants were recovered on day 7, and were designated 
as P2-d7 samples. Further, total volumes of supernatants were 
infected to F expressing LLC-MK2/F7 cells seeded onto 6-well plates 

25 at 37 °C for 1 hour. Then, after washing once with MEM medium,, the 
cells were cultured in MEM medium without serum (containing 7.5 |-ig/ml 
trypsin) . The culture supernatants were recovered on day 7, and. were 
designated as P3-d7 samples. Further, total volumes of supernatants 
were infected to F expressing LLC-MK2/F7 cells seeded onto 10 cm plates 

30 at 37 °C for 1 hour. Then, after washing once with MEM medium, the 
cells were cultured in MEM medium without serum (containing 4 0 |-ig/ml 
AraC and 7.5 (J-g/ml trypsin) . The culture supernatants were recovered 
on day 7, and were designated as P4-d7 samples. 

<Measurement of CIU by counting LacZ-expressing cells (LacZ — CIU)> 
35 LLC-MK2 cells were seeded onto 6-well plate at 2.5x 10 6 

cells/well, and after a 24 hr culture, the cells were washed once 
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with MEM medium without serum and infected with 1/10 fold serial 
dilution series of P3-d7 made using MEM medium at 37 °C for 1 hour. 
Then, the cells were washed once with MEM medium and 1 . 5 ml MEM medium 
containing 10% serum was added. After a three day culture at 37°C, 
5 cells were stained with (3-Gal staining kit (Invitrogen) . Result of 
experiment repeated three times is shown in Figure 44. As the result 
of counting LacZ staining positive cell number, lx 10 6 ClU/ml virus 
was obtained in P3-d7 samples in any case. 

10 [Example 15] Regulation of gene expression levels using polarity 
effect in Sendai virus 
<Const ruction of SeV genomic cDNA> 

Additional NotI sites were introduced into Sendai virus (SeV) 
full length genomic cDNA, namely pSeV(+) (Kato, A. et al . , Genes to 

15 Cells 1: 569-579, 1996), in between start signal and ATG translation 
initiation signal of respective genes. Specif ically, fragments of 
pSeV{+) digested with Sphl/Sall (2645 bp), Clal (3246 bp), and 
Clal/EcoRI (5146 bp) were separated with agarose gel electrophoreses 
and corresponding bands were cut out and then recovered and purified 

20 with QIAEXII Gel Extraction System (QIAGEN) as shown in Figure 4 5 (A) . 
The Sphl/Sall digested fragment, Clal digested fragment, and 
Clal/EcoRI digested fragment were ligated to LITMUS38 (NEW ENGLAND 
BIOLABS) , pBluescriptll KS+ (STRATAGENE) , and pBluescript I I KS+ 
(STRATAGENE) , respectively, for subcloning. Quickchange 

25 Site-Directed Mutagenesis kit (STRATAGENE) was used for successive 
introduction of NotI sites. Primers synthesized and used for each 
introduction were, sense strand: 

5' -ccaccgaccacacccagcggccgcgacagccacggcttcgg-3 ' (SEQ ID NO: 19), 
antisense strand: 5' -ccgaagccgtggctgtcgcggccgctgggtgtggtcggtgg-3' 

30 (SEQ ID NO: 20) for NP-P, sense strand: 

5' -gaaatttcacctaagcggccgcaatggcagatatctatag-3' (SEQ ID NO: 21), 
antisense strand: 5' -ctatagatatctgccattgcggccgcttaggtgaaatttc-3 9 
(SEQ ID NO: 22) for P-M, sense strand: 

5' -gggataaagtcccttgcggccgcttggttgcaaaactctcccc-3' (SEQ ID NO: 23), 

35 antisense strand: 
5' -ggggagagttttgcaaccaagcggccgcaagggactttatccc-3' (SEQ ID NO: 24) 
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for M-F, sense strand: 

5' -ggtcgcgcggtactttagcggccgcctcaaacaagcacagatcatgg-3' (SEQ ID NO: 
25), antisense strand: 

5' -ccatgatctgtgcttgtttgaggcggccgctaaagtaccgcgcgacc-3' (SEQ ID NO: 
5 26) for F-HN, sense strand: 

5' -cctgcccatccatgacctagcggccgcttcccattcaccctggg-3' (SEQ ID NO: 27) , 
antisense strand: 
5' -cccagggtgaatgggaagcggccgctaggtcatggatgggcagg-3' (SEQ ID NO: 28) 
for HN-L. 

10 As templates, Sall/SphI fragment for NP-P, Clal fragments for 

P-M and M-F, and Clal/EcoRI fragments for F-HN and HN-L, which were 
subcloned as described above were used, and introduction was carried 
out according to the protocol accompanying Quickchange Site-Directed 
Mutagenesis kit. Resultants were digested again with the same enzyme 

15 used for subcloning, recovered, and purified. Then, they were 
assembled to Sendai virus genomic cDNA. As a result, 5 kinds of 
genomic cDNA of Sendai virus (pSeV(+)NPP, pSeV( + )PM, pSeV( + )MF, 
pSeV( + )FHN, and pSeV ( + ) HNL) in which NotI sites are introduced between 
each gene were constructed as shown in Figure 45 (B) . 

20 As a reporter gene to test gene expression level, human secreted 

type alkaline phosphatase (SEAP) was subcloned by PCR. As primers, 
5' primer: 5' -gcggcgcgccatgctgctgctgctgctgctgctgggcctg-3' (SEQ ID 
NO: 2 9) and 3' primer: 

5' -gcggcgcgcccttatcatgtctgctcgaagcggccggccg-3' (SEQ ID NO: 30) 

25 added with AscI restriction sites were synthesized and PCR was 
performed. pSEAP-Basic (CLONTECH) was used as template and Pfu turbo 
DNA polymerase (STRATAGENE) was used as enzyme . After PCR, resultant 
products were digested with AscI, then recovered and purified by 
electrophoreses. As plasmid for subcloning, pBluescriptl I KS + 

30 incorporated in its NotI site with synthesized double strand DNA 
[sense strand: 
5' -gcggccgcgtttaaacggcgcgccatttaaatccgtagtaagaaaaacttagggtgaaagt 
tcatcgcggccgc-3' (SEQ ID NO: 31) , antisense strand: 
5' -gcggccgcgatgaactttcaccctaagtttttcttactacggatttaaatggcgcgccgtt 

35 taaacgcggccgc-3' (SEQ ID NO: 32) ] comprising multicloning site 
(Pmel-Ascl-Swal ) and termination signal-intervening 
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sequence-initiation signal was constructed (Figure 46). To AscI site 
of the plasmid, recovered and purified RCR product was ligated and 
cloned. The resultant was digested with NotI and the SEAP gene 
fragment was recovered and purified by electrophoreses to ligate into 
5 5 types of Sendai virus genomic cDNA and NotI site of pSeV18 + 
respectively. The resultant virus vectors were designated as 
pSeV(+)NPP/SEAP, pSeV(H-) PM/SEAP, pSeV ( + ) MF/SEAP, pSeV( + ) FHN/SEAP, 
pSeV(+) HNL/SEAP, and pSeV18 ( + ) /SEAP, respectively. 
<Virus reconstitution> 

10 LLC-MK2 cells were seeded onto 100 mm culture dishes at 2x 10 6 

cells/dish, and after 24 hour culture the cells were infected with 
recombinant vaccinia virus ( PLWUV-VacT7 ) (Fuerst, T.R. et al., Proc. 
Natl. Acad. Sci . USA 83: 8122-8126, 1986, Kato, A. et al., Genes Cells 
1: 569-579, 1996) expressing T7 polymerase for 1 hour (moi=2) at room 

15 temperature for 1 hour, in which the virus was pretreated with psoralen 
and UV. Each Sendai virus cDNA incorporated with SEAP, pGEM/NP, 
pGEM/P, and pGEM/L were suspended in Opti-MEM medium (GIBCO) at ratio 
of 12 |Lig, 4 mj, 2 jag, and 4 ng/dish, respectively, 110 jal of SuperFect 
transfection reagent (QIAGEN) was added, and left to stand at room 

20 temperature for 15 min and 3 ml Opti-MEM medium containing 3% FBS 
was added. Then, the cells were washed and DNA-Super Feet mixture was 
added. After a 3 to 5 hour culture, cells were washed twice with MEM 
medium without serum, and cultured 72 hours in MEM medium containing 
cytosine P-D-arabinof uranoside (AraC) . These cells were recovered 

25 and the pellets were suspended with 1 ml PBS, f reeze-thawed three 
times. The 100 jxl of resultant was inoculated into chicken eggs, which 
was preincubated 10 days, and further incubated 3 days at 35°C, then, 
allantoic fluid was recovered. The recovered allantoic fluids were 
diluted to 10" 5 to 10" 7 and re-inoculated to chicken eggs to make it 

30 vaccinia virus-free, then recovered similarly and stocked in aliquots 
at -80°C. The virus vectors were designated as SeVNPP/SEAP, 
SeVPM/SEAP, SeVMF/SEAP, SeVFHN/SEAP, SeVHNL/SEAP, and SeV18/SEAP. 
<Titer measurement by plaque assay> 

CV-1 cells were seeded onto 6-well plates at 5x 10 5 cells /well 

35 and cultured for 24 hours. After washing with PBS, cells were 
incubated 1 hour with recombinant SeV diluted as 10' 3 , 10" 4 , 10~ 5 , 10" 6 
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and 10" 7 by BSA/PBS (1% BSA in PBS) , washed again with PBS, then overlaid 
with 3 ml/well of BSA/MEM/agarose (0.2% BSA + 2x MEM, mixed with 
equivalent volume of 2% agarose) and cultured at 37 °C, 0.5% C0 2 for 
6 days. After the culture, 3 ml of ethanol/acetic acid 
5 (ethanol : acetic acid=l:5) was added and left to stand for 3 hours, 
then removed with agarose. After washing three times with PBS, cells 
were incubated with rabbit anti-Sendai virus antibody diluted 
100-folds at room temperature for 1 hour. Then, after washing three 
times with PBS, cells were incubated with Alexa Flour™ labeled goat 
10 anti rabbit Ig (G+H) (Molecular Probe) diluted 200-folds at room 
temperature for 1 hour. After washing three times with PBS, 
fluorescence images were obtained by lumino-image analyzer LAS1000 
(Fuji Film) and plaques were measured. Results are shown in Figure 
47. In addition, results of titers obtained are shown in Table 3. 

15 

Table 3: Results of titers of each recombinant Sendai virus measured 
from results of plaque assay 



Recombinant virus Titer (pfu/mi) 



SeV18/SEAP 


3.9X109 


SeVNPP/SEAP 


4.7X108 


SeVPM/SEAP 


3.8X109 


SeVMF/SEAP 


1.5X1010 


SeVFHN/SEAP 


7.0X109 


SeVHNL/SEAP 


7.1X109 



20 

<Comparison of reporter gene expression> 

LLC-MK2 cells were seeded onto a 6-well plate at 1 to 5x 10 5 
cells/well and after a 24 hour culture, each virus vector was infected 
at moi=2 . After 24 hours, 100 jil of culture supernatants was recovered 
25 and SEAP assay was carried out. Assay was accomplished with Reporter 
Assay Kit -SEAP- (Toyobo) and measured by lumino-image analyzer 
LAS1000 (Fuji Film) . The measured values were indicated as relative 
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values by designating value of SeV18 + /SEAP as 100. As a result, SEAP 
activity was detected regardless of the position SEAP gene was 
inserted, indicated in Figure 48 . SEAP activity was found to decrease 
towards the downstream of the genome, namely the expression level 
5 decreased. In addition, when SEAP gene is inserted in between NP and 
P genes, an intermediate expression level was detected, in comparison 
to when SEAP gene is inserted in the upstream of NP gene and when 
SEAP gene is inserted between P and M genes. 

10 [Example 16] Increase of propagation efficiency of deficient SeV by 
double deficient AF-HN overlay method 

Since the SeV virus reconstitution method used now utilizes a 
recombinant vaccinia virus expressing T7 RNA polymerase (vTF7-3) , 
a portion of the infected cells is killed by the cytotoxicity of the 

15 vaccinia virus. In addition, virus propagation is possible only in 
a portion of cells and it is preferable if virus propagation could 
be done efficiently and persistently in a more cells. However, in 
the case of paramyxovirus, cell fusion occurs when F and HN protein 
of the same kind virus exists on the cells surface at the same time, 

20 causing syncytium formation (Lamb and Kolakofsky, 1996, Fields 
virology, pll89) . Therefore, FHN co-expressing cells were difficult 
to subculture. Therefore, the inventors thought that recovery 
efficiency of deficient virus may increase by overlaying helper cells 
expressing deleted protein (F and HN) to the reconstituted cells. 

25 By examining overlaying cells with different times of FHN expression, 
virus recovery efficiency of FHN co-deficient virus was notably 
increased. 

LLC-MK2 cells (lx 10 7 cells/dish) grown to 100% confluency in 
10 cm culture dishes was infected with PLWUV-treated vaccinia virus 

30 at moi=2 for 1 hour at room temperature. After that, mixing 12 (xg/10 
cm dish, 4 |Lig/10 cm dish, 2 p.g/10 cm dish, 4 |ig/10 cm dish, and 4 jag/10 
cm dish of FHN-def icient cDNA comprising d2EGFP (pSeV18 + /AFHN-d2GFP 
(Example 8)), pGEM/NP, pGEM/P, pGEM/L, and pGEM/FHN, respectively 
(3 ml/lOcm dish as final volume) , and using gene introduction reagent 

35 SuperFect (QIAGEN) , LLC-MK2 cells were introduced with genes using 
a method similar to that as described above for the reconstitution 
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of F-deficient virus. After 3 hours, cells were washed three times 
with medium without serum, then, the detached cells were recovered 
by slow-speed centrif ugation (1000 rpm/2 min) and suspended in serum 
free MEM. medium containing 40 jig /ml AraC (Sigma) and 7.5 Hg/ml trypsin 
5 (GIBCO) and added to cells and cultured overnight. FHN co-expressing 
cells separately prepared, which were 100% confluent 10 cm culture 
dishes, were induced with adenovirus AxCANCre at MOI=10, and cells 
at 4 hours, 6 hours, 8 hours, day 2, and day 3 were washed once with 

5 ml PBS(-) and detached by cell dissociation solution (Sigma). 
10 Cells were collected by slow speed centrif ugation (1000 rpm/2 min) 

and suspended in serum free MEM medium containing 40 ng/rnl AraC (Sigma) 
and 7.5 ng/ml trypsin (GIBCO) . This was then added to cells in which 
FHN co-deficient virus was reconstituted (P0) and cultured overnight . 
Two days after overlaying the cells, cells were observed using 

15 fluorescence microscopy to confirm the spread of virus by GFP 
expression within the cells. The results are shown in Figure 49. 
When compared to the conventional case (left panel) without overlaying 
with cells, notably more GFP-expressing cells were observed when cells 
were overlaid with cells (right) . These cells were recovered, 

20 suspended with 10 7 cells/ml of Opti-MEM medium (GIBCO) and 
f reeze-thawed for three times to prepare a cell lysate. Then, FHN 
co-expressing cells 2 days after induction were infected with, the 
lysate at 10 6 cells/100 ^xl/well, and cultured 2 days in serum free 
MEM medium containing 40 jag/ml AraC (Sigma) and 7.5 ng/ml trypsin 

25 (GIBCO) at 37 °C in a 5% C0 2 incubator, and the virus titer of culture 
supernatant of PI cells were measured by CIU-GFP (Table 4). As a 
result, no virus amplification effect was detected 4 hours after FHN 
induction, and notable amplification effects were detected 6 hours 
or more after induction due to cell overlaying. Especially, viruses 

30 released into PI cell culture supernatant were 10 times more after 

6 hours when cell overlaying was done compared to when cell overlaying 
was not done. 

Table 4: Amplification of deficient SeV by double deficient AF-HN 
35 cell overlay method 
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GFP -CIU 




xl0 3 /ml 


FHNcell+ad/cre 


FHN cell- 


4h 


6h 8h 2d 3d 


8-10 


6-9 


80-100 70-100 60-100 20-50 



[Example 17] Confirmation of pseudotype Sendai virus's possession 
of F-def icient genome 

Western analysis of proteins of extracts of infected cells was 
5 carried out to confirm that the virus propagated by VSV-G gene 
expression described above is F-def icient type. As a result, 
proteins derived from Sendai virus were detected, whereas F protein 
was not detected, confirming that the virus is F-deficient type 
(Figure 50) - 

10 

[Example 18] Effect of anti-VSV antibody on infectiousness of 
pseudotype Sendai virus comprising F and HN gene-deficient genome 
To find out whether pseudotype Sendai virus comprising F and 
HN gene-deficient genome, which was obtained by using VSV-G 

15 expressing line, comprises VSV-G protein in its capsid, neutralizing 
activity of whether or not infectiousness is affected was examined 
using anti-VSV antibody. Virus solution and antibody were mixed and 
left to stand for 30 min at room temperature. Then, LLCG-Ll cells 
in which VSV-G expression has not been induced were infected with 

20 the mixture and gene-introducing capability on day 4 was analyzed 
by the existence of GFP-expressing cells. As a result, perfect 
inhibition of infectiousness was seen by anti-VSV antibody in the 
pseudotype Sendai virus comprising F and HN gene-deficient genome 
(VSV-G in the Figure) , whereas no inhibition was detected in Sendai 

25 virus comprising proper capsid (F, HN in the Figure) (Figure 51) . 
Thus, the virus obtained in the present example was proven to be 
pseudotype Sendai virus comprising VSV-G protein as its capsid, and 
that its infectiousness can be specifically inhibited by the antibody. 
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[Example 19] Purification of pseudotype Sendai viruses comprising 
F gene-deficient and F and HN gene-deficient genomes by density 
gradient ultracentrif ugation 

Using culture supernatant of virus infected cells, sucrose 
5 density gradient centrif ugation was carried out, to fractionate and 
purify pseudotype Sendai virus comprising deficient genomes of F gene 
and F and HN genes. Virus solution was added onto a sucrose solution 
with a 20 to 60% gradient, then ultracentrif uged for 15 to 16 hours 
at 29000 rpm using SW41 rotor (Beckman) . After ultracentrif ugation, 

10 a hole was made at the bottom of the tube, then 300 |il fractions were 
collected using a fraction collector. For each fraction, Western 
analysis were carried out to test that the virus is a pseudotype Sendai 
virus comprising a genome deficient in F gene or F and HN genes, and 
VSV-G protein as capsid. Western analysis was accomplished by the 

15 method as described above. As a result, in F-deficient pseudotype 
Sendai virus, proteins derived from the Sendai virus, HN protein, 
and VSV-G protein were detected in the same fraction, whereas F protein 
was not detected, confirming that it is a F-deficient pseudotype 
Sendai virus. On the other hand, in F and HN-deficient pseudotype 

20 Sendai virus, proteins derived from Sendai virus, and VSV-G protein 
were detected in the same fraction, whereas F and HN protein was not 
detected, confirming that it is F and HN deficient pseudotype Sendai 
virus (Figure 52) . 

25 [Example 20] Overcoming of haemagglutination by pseudotype Sendai 
virus comprising F gene-deficient and F and HN gene-deficient genomes 
LLC-MK2 cells were infected with either pseudotype Sendai virus 
comprising F gene-deficient or F and HN gene-deficient genome, or 
Sendai virus with normal capsid, and on day 3, 1% avian red blood 

30 cell suspension was added, and left to stand for 30 min at 4°C. 
Thereafter, cell surface of infected cells expressing GFP were 
observed. As a result, for virus with F gene-deficient genome and 
F-deficient pseudotype Sendai virus (SeV/AF, and pseudotype 
SeV/AF (VSV-G) by VSV-G), agglutination reaction was observed on the 

35 surface of infected cells, as well as for the Sendai virus with the 
original capsid. On the other hand, no agglutination reaction was 
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observed on the surface of infected cells for pseudotype Sendai virus 
comprising F and HN gene-deficient genome (SeV/AF-HN ( VSV-G) ) (Figure 
53) . 

5 [Example 21] Infection specificity of VSV-G pseudotype Sendai virus 
comprising F gene-deficient genome to cultured cells 

Infection efficiency of VSV-G pseudotype Sendai virus 
comprising F gene-deficient genome to cultured cells was measured 
by the degree of GFP expression in surviving cells 3 days after 

10 infection using flow cytometry. LLC-MK2 cells showing almost the 
same infection efficiency in pseudotype Sendai virus comprising F 
gene-deficient genome and Sendai virus with original capsid were used 
as controls for comparison. As a result, no difference in infection 
efficiency was found in human ovary cancer HRA cells, whereas in Jiarkat 

15 cells of T cell lineage about 2-fold increase in infection efficiency 
of VSV-G pseudotype Sendai virus comprising F gene-deficient genome 
was observed compared to controls (Figure 54). 

[Example 22] Construction of F-deficient type Sendai virus vector 

20 comprising NGF 

<Reconstitution of NGF/SeV/AF> 

Reconstitution of NGF/SeV/AF was accomplished according to the 
above described "Envelope plasmid + F expressing cells overlaying 
method". Measurement of titer was accomplished by a method using 

25 anti-SeV polyclonal antibody. 

<Conf irmation of virus genome of NGF/SeV/AF (RT-PCR)> 

To confirm NGF/SeV/AF virus genome (Figure 55, upper panel), 
culture supernatant recovered from LLC-MK2 / F7 cells were centrifuged, 
and RNA was extracted using QIAamp Viral RNA mini kit (QIAGEN) according 

30 to the manufacturer's protocol. Using the RNA template, synthesis 
and PCR of RT-PCR was carried out using SUPERSCRIPT™ ONE-STEP™ RT-PCR 
SYSTEM (GIBCO BRL) . As control groups, additional type SeV cDNA 
(pSeV18 + b ( + ) ) (Hasan, M. K. et al. , J- General Virology 78: 2813-2820, 
1997) was used. NGF-N and NGF-C were used as PCR primers. For NGF-N, 

35 forward: ACTTGCGGCCGCCAAAGTTCAGTAATGTCCATGTTGTTCTACACTCTG (SEQ ID 
NO: 33), and for NGF-C, reverse: 
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ATCCGCGGCCGCGATGAACTTTCACCCTAAGTTTTTCTTACTACGGTCAGCCTCTTCTTGTAGC 
CTTCCTGC (SEQ ID NO: 34) were used. As a result, when NGF-N and NGF-C 
were used as primers, an NGF specific band was detected for NGF/SeV/AF 
in the RT conditions. No band was detected for the control group 
5 (Figure 55, bottom panel) . 

[Example 23] NGF protein quantification and measurement of in vitro 
activity expressed after infection of F-deficient type SeV comprising 
NGF gene 

10 Infection and NGF protein expression was accomplished using 

LLC-MK2/F or LLC-MK2 cells grown until almost confluent on culture 
plates of diameter of 10 cm or 6 cm. NGF/SeV/AF and NGF/SeV/AF-GFP 
were infected to LLC-MK2/F cells, and NGF/ SeV and GFP/SeV were 
infected to LLC-MK2 cells at m.o.i 0.01, and cultured 3 days with 

15 MEM medium without serum, containing 7.5 |ig/ml trypsin (GIBCO) . 
After the 3 day culture, in which almost 100% of cells are infected, 
medium was changed to MEM medium without trypsin and serum and further 
cultured for 3 days. Then, each culture supernatant were recovered 
and centrifuged at 48,000x g for 60 min. Then, quantification of NGF 

20 protein and measurement of in vitro activity for the supernatant were 
carried out. Although in the present examples, F-deficient type SeV 
(NGF/SeV/AF, NGF/ SeV/AF-GFP) (see Figure 55) are infected to 
LLC-MK2/F cells, if infected with a high m. o . i . (e.g. lor 3), namely, 
infected to cells that are nearly 100% confluent from the beginning, 

25 experiment giving similar results can be performed using F 
non-expressing cells. 

For NGF protein quantification, ELISA kit NGF Emax Immuno Assay 
System (Promega) and the accompanying protocol were used. 32.4 f-ig/ml, 
37 . 4 ng/ml, and 10 . 5 ^g/ml of NGF protein were detected in NGF/ SeV/ Af, 

30 NGF/SeV/AF-GFP, and NGF/SeV infected cell culture supernatant, 
respectively . In the culture supernatant of NGF/ SeV/ AF and 
NGF/SeV/AF-GFP infected cells, high concentration of NGF protein 
exists, similar to culture supernatant of NGF/ SeV infected cells, 
confirming that F-deficient type SeV expresses enough NGF. 

35 The measurement of in vitro activity of NGF protein was 

accomplished by using a dissociated culture of primary chicken dorsal 
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root ganglion (DRG; a sensory neuron of chicken) using survival 
activity as an index (Nerve Growth Factors (Wiley, New York) , 
pp. 95-109 (1989)). Dorsal root ganglion was removed from day 10 
chicken embryo, and dispersed after 0.25% trypsin (GIBCO) treatment 
5 at 37 °C for 20 min. Using high-glucose D-MEM medium containing 100 
units/ml penicillin (GIBCO) , 100 units/ml streptomycin (GIBCO) , 250 
ng/ml amphotericin B (GIBCO) 20 jaM 2-deoxyuridine (Nakarai) , 20 \xM 
5-f luorodeoxyuridine (Nakarai) , 2 mM L-glutamine (Sigma), and 5% 
serum, cells were seeded onto 96-well plate at about 5000 cells/well . 

10 Polylysin precoated 96-well plates (Iwaki) were further coated with 
laminin (Sigma) before use. At the start point, control NGF protein 
or previously prepared culture supernatant after SeV infection was 
added. After 3 days, cells were observed under a microscope as well 
as conducting quantification of surviving cells by adding Alamer blue 

15 (CosmoBio) and using the reduction activity by mitochondria as an 
index (measuring 590 nm fluorescence, with 530 nm excitation) . 
Equivalent fluorescence signals were obtained in control (without 
NGF addition) and where 1/1000 diluted culture supernatant of cells 
infected with SeV/additional-type-GFP (GFP/SeV) was added, whereas 

20 the addition of 1/1000 diluted culture supernatant of cells infected 
with NGF/SeV/AF, NGF/SeV/AF-GFP, and NGF/ SeV caused a notable 
increase in fluorescence intensity, and was judged as comprising a 
high number of surviving cells and survival activity (Figure 56) . 
The value of effect was comparable to the addition of amount of NGF 

25 protein calculated from ELISA. Observation under a microscope proved 
a similar effect. Namely, by adding culture supernatant of cells 
infected with NGF/SeV/AF, NGF/SeV/AF-GFP, and NGF/ SeV, increase in 
surviving cells and notable neurite elongation was observed (Figure 
57) . Thus, it was confirmed that NGF expressed after infection of 

30 NGF-comprising F-deficient type SeV is active form. 

[Example 24] Detailed analysis of F-expressing cells 
1. moi and induction time course of Adeno-Cre 

By using different moi of Adeno-Cre, LLC-MK2/F cells were 
35 infected and after induction of F protein, the amount of protein 
expression and the change in cell shape were analyzed. 
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Expression level was slightly higher in moi=10 compared with 
moi=l (Figure 58). When expression amounts were analyzed at time 
points of 6 h, 12 h, 24 h, and 48 h after induction, high expression 
level of F protein at 48 h after induction was detected in all cases. 
5 In addition, changes in cell shape were monitored in a time 

course as cells were infected with moi=l, 3, 10, 30, and 100. Although 
a notable difference was found up to moi=10 / cytotoxicity was observed 
for moi=30 or over (Figure 59) . 
2. Passage number 

10 After induction of F protein to LLC-MK2/F cells using Adeno-Cre, 

cells were passaged 7 times and expression level of F protein and 
the morphology of the cells were analyzed using microscopic 
observation. On the other hand, laser microscopy was used for 
analysis of intracellular localization of F protein after induction 

15 of F protein in cells passaged until the 20 th generation. 

For laser microscopic observation, LLC-MK2/F cells induced with 
F protein expression were put into the chamber glass and after 
overnight culture, media were removed and washed once with PBS, then 
fixed with 3 . 7% Formalin-PBS for 5 min. Then after washing cells once 

20 with PBS, cells were treated with 0.1% Triton X100-PBS for 5 min, 
and treated with anti-F protein monoclonal antibody (y-236) (1/100 
dilution) and FITC labeled goat anti-rabbit IgG antibody (1/200 
dilution) in this order, and finally washed with PBS and observed 
with a laser microscope. 

25 As a result, no difference was found in F protein expression 

levels in cells passaged up to 7 times (Figure 60). No notable 
difference was observed in morphological change, infectiousness of 
SeV, and productivity. On the other hand, when cells passaged up to 
20 times were analyzed for intracellular localization of F protein 

30 using the immuno-antibody method, no big difference was found up to 
15 passages, but localization tendency of F protein was observed in 
cells passaged more than 15 times (Figure 61) . 

Taken together, cells before 15 passages are considered 
desirable for the production of F-deficient SeV. 

35 



[Example 25] Correlation between GFP-CIU and anti-SeV-CIU 



79 



Correlation of the results of measuring Cell-Infected Unit 
(CIU) by two methods was analyzed. LLC-MK2 cells were seeded onto 
a 12-well plate at 2x 10 5 cells/dish, and after a 24 hour culture, 
cells were washed once with MEM medium without serum, and infected 
5 with 100 ill/well SeV/AF-GFP. After 15 min, 1 ml/well serum-free MEM 
medium was added and further cultured for 24 hours . After the culture, 
cells were washed three times with PBS(-) and dried up (left to stand 
for approximately 10 to 15 min at room temperature) and 1 ml/well 
acetone was added to fix cells and was immediately removed. Cells 

10 were dried up again (left to stand for approximately 10 to 15 min 
at room temperature) . Then, 300 (il/well of anti-SeV polyclonal 
antibody (DN-1) prepared from rabbits and diluted 1/100 with PBS(-) 
was added to cells and incubated at 37 °C for 45 min and washed three 
times with PBS(-). Then, to the cells, 300 |il/well of anti-rabbit 

15 IgG (H+D) fluorescence-labeled second antibody (Alex™ 568, Molecular 
Probes) diluted 1/200 with PBS (-) was added, and incubated at 37°C 
for 45 min and washed three times with PBS(-). Then, cells with 
fluorescence were observed under fluorescence microscopy (Emission: 
560 rim, Absorption: 645 nm, Filters: Leica) . 

20 As a control, cells were infected with 100 fil/well of SeV/AF-GFP 

and after 15 min, 1 ml/well of MEM without serum was added. After 
a further 24 hour culture, GFP-expressing cells were observed under 
fluorescence microscopy (Emission: 360 nm, Absorption: 470 nm, 
Filters: Leica) without further manipulations. 

25 A Good correlation was obtained by evaluating the fluorescence 

intensity by quantification (Figure 62) . 

[Example 26] Construction of multicloning site 

A multicloning site was added to the SeV vector . The two methods 
30 used are listed below. 

1. Several restriction sites in full-length genomic cDNA of Sendai 
virus (SeV) and genomic cDNA of pSeV18 + were disrupted, and another 
restriction site comprising the restriction site disrupted was 
introduced in between start signal and ATG translation initiation 

35 signal of each gene. 

2. Into already constructed SeV vector cDNA, multicloning site 
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sequence and transcription initiation signal - intervening sequence- 
termination signal were added and incorporated into NotI site. 

In the case of method 1, as an introducing method, Eagl-digested 
fragment (2644 bp), Clal-digested fragment (3246 bp), 
5 Clal/EcoRI-digested fragment (5146 bp) , and EcoRI-digested fragment 
(5010 bp) of pSeV18 + were separated by agarose electrophoreses and 
the corresponding bands were cut out, then it was recovered and 
purified by QIAEXII Gel Extraction System (QIAGEN) . Eagl-digested 
fragment was ligated and subcloned into LITMUS38 (NEW ENGLAND BIOLABS) 

10 and Clal-digested fragment, Clal/EcoRI-digested fragment, and 
EcoRI-digested fragment were ligated and subcloned into pBluescriptll 
KS+ (STRATAGENE) . Quickchange Site-Directed Mutagenesis kit 
(STRATAGENE) was used for successive disruption and introduction of 
restriction sites . 

15 For disruption of restriction sites, Sal I: (sense strand) 

5' -ggagaagtctcaacaccgtccacccaagataatcgatcag-3' (SEQ ID NO: 35), 
(antisense strand) 5' -ctgatcgattatcttgggtggacggtgttgagacttct cc-3 ' 
(SEQ ID NO: 36), Nhe I: (sense strand) 

5' -gtatatgtgttcagttgagcttgctgtcggtctaaggc-3' (SEQ ID NO: 37), 

20 (antisense strand) 5' -gccttagaccgacagcaagctcaactgaacacatatac-3' 
(SEQ ID NO: 38), Xho I: (sense strand) 

5' -caatgaactctctagagaggctggagtcactaaagagttacctgg-3' (SEQ ID NO: 39), 
(antisense strand) 
5' -ccaggtaactctttagtgactccagcctctctagagagttcattg-3' (SEQ ID NO: 40) , 

25 and for introducing restriction sites, NP-P: (sense strand) 
5' -gtgaaagttcatccaccgatcggctcactcgaggccacacccaaccccaccg-3' ( SEQ ID 
NO: 41) , (antisense strand) 

5' -cggtggggttgggtgtggcctcgagtgagccgatcggtggatgaactttcac-3' ( SEQ ID 
NO: 42), P-M: (sense strand) 

30 5' -cttagggtgaaagaaatttcagctagcacggcgcaatggcagatatc-3' (SEQ ID NO: 

43) , (antisense strand) 
5' -gatatctgccattgcgccgtgctagctgaaatttctttcaccctaag-3' (SEQ ID NO: 

44) , M-F: (sense strand) 
5' -cttagggataaagtcccttgtgcgcgcttggttgcaaaactctcccc-3' (SEQ ID 

35 NO: 45), (antisense strand) 

5' -ggggagagttttgcaaccaagcgcgcacaagggactttatccctaag-3' (SEQ ID NO: 
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46), F-HN: (sense strand) 

5' -ggtcgcgcggtactttagtcgacacctcaaacaagcacagatcatgg-3' (SEQ ID 
NO:47), (antisense strand) 

5' -ccatgatctgtgcttgtttgaggtgtcgactaaagtaccgcgcgacc-3' (SEQ ID 
5 NO: 48), HN-L: (sense strand) 

5' -cccagggtgaatgggaagggccggccaggtcatggatgggcaggagtcc-3' (SEQ ID 
NO: 49) , (antisense strand) 

5' -ggactcctgcccatccatgacctggccggcccttcccattcaccctggg-3' (SEQ ID 
NO: 50), were synthesized and used for the reaction. After 

10 introduction, each fragment was recovered and purified similarly as 
described above, and cDNA were assembled. 

In the case of method 2, (sense strand) 

5' -ggccgcttaattaacggtttaaacgcgcgccaacagtgttgataagaaaaacttagggtga 
aagttcatcac-3' (SEQ ID NO: 51), (antisense strand) 

15 5' -ggccgtgatgaactttcaccctaagtttttcttatcaacactgttggcgcgcgtttaaacc 
gttaattaagc-3' (SEQ ID NO: 52) , were synthesized, and after 
phosphorylation, annealed by 85°C 2 min, 65°C 15 min, 37°C 15 min, 
and room temperature 15 min to incorporate into SeV cDNA. 
Alternatively, multicloning sites of pUC18 or pBluescriptll , or the 

20 like, are subcloned by PCR using primers comprising termination signal 
- intervening sequence - initiation signal and then incorporate the 
resultant into SeV cDNA. The virus reconstitution by resultant cDNA 
can be performed as described above. 

25 Industrial Applicability 

The present . invention provided Paramyxoviridae virus-derived 
RNP deficient in at least one envelope gene, and the utilization 
thereof as a vector. As a preferable embodiment, vectors comprising 
a complex of RNP and a cat ionic compound are provided. By applying 

30 present invention, antigenicity and/or cytotoxicity problems can be 
avoided when introducing vectors into target cells. 



82 



CLAIMS 

1. A complex comprising (a) a negative-strand single-stranded RNA 
derived from a paramyxovirus, wherein said RNA is modified so as not 

5 express at least one of the envelope proteins of Paramyxoviridae 
viruses, and (b) a protein encoded by and binding to said 
negative-strand single- stranded RNA. 

2. A complex according to claim 1, wherein said negative-strand 
single-stranded RNA is modified so as to express NP, P and L proteins, 

10 but not F, HN or M proteins, or any combination thereof. 

3. A complex according to claim 1 or 2, wherein said negative-strand 
single-stranded RNA derives from the Sendai virus. 

4. A complex according to any of claims 1 through 3, wherein said 
negative-strand single-stranded RNA further encodes a foreign gene. 

15 5. A composition for gene transfer, comprising a complex according 
to claim 4 and a cationic lipid. 

6. A composition for gene transfer, comprising a complex according 
to claim 4 and a cationic polymer. 

7. A method for expressing a foreign gene in a cell, comprising the 
20 step of introducing the composition for gene transfer according to 

claim 5 or 6 into a cell. 
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ABSTRACT 



A functional RNP containing negative-strand single-stranded 
RNA derived from Sendai virus, which has been modified so as not to 
express any envelope protein, has been successfully prepared. An RNP 
comprising a foreign gene is prepared and inserted into a cell with 
the use of a cationic liposome, thereby successfully expressing the 
foreign gene. 
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«#5S£j£#fc^o Cft£®£<;i/;*&g#©RNA*y ^— If *'J*oT. RNPtt 

."T^gCilfc^-f ^XfilRNA (nsRNA) t> J )\>*\±fe^m&<nUMtt<bHffl&\, 
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paramyxovirus) ^JS'Ln murine parainfluenza virus®— S"£fe5o Z.<Dt>4)V 
7(it VlzMLXm%L&ii i te^£W£>tir^2>a 7 3tfM# (Z strain) 

&3 (J. of General Virology (1997) 78,3207-3215) o Z<Dm*J*5 ■ 

fco «t7^;i/^{i--o©ac>^b — :7£f* >/t^K-£ ^hemagglutinin^ •■ 

neuraninidase(HN) ^fusion protein(F) £^biT?§£*fflJM£g^ 
jgdU ^^JCS^CDRNA^'; p<^— Ifil'J^^^l/trDf^ > (HHP) 
#cb3B-C|§q9E"r -5RNA>y y A £«Mg»K:';Rfcfci U-f C ~C & 4 ;i/*©mRNA©i|te¥;&l5 
$V-A©«S*<Ht-5 (Bitzer, M. et al., J. Virol. 71 (7): 5481-5486, 1997) 

o 

LLC-MK2TO13T7 RNA *'J^7-b^3-Kn7^^-7^'f;^§f 

if^>yi^7^(p ;fc£tF L)£ri-- K bri^o©:/^* 5. Ki:|5|B#£&IU& 
p -7 > * 7 x. * 3 > u jHBUart f? '4 ft* (D7 J (f»!«tt:-C $>57> 

, C©«t6W3&y^ ARNPsSHflU^aBfla* 3£ ^©Chorioallantoic sac(Cr± 
AisTW-tXDm^TTO (Kato, A. et al. Genes cells 1, 569-579 (1996) 

)o 

HSKDatfCIii^Sl^nT^O (J.B.C. (1997) 272, 16578-16584)^ c©<ta 
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.'*itf (.B)-» (-) «-#«mC£b3---K.;*ft*x ^RNA(C^fS^> 

(2) (-) 'm—'*mB.Mifinp#>si>?n. ?*>^?n, &&v<i*>^?n%:$£ 

(3) .(-) '0-*«m*»-fe>^-r^<;^^^3K-rSx (1) £fc&(2) tcia 

(4) (-) *-*«ENA**x ££C*«3Ite^£:3-KbT^£K (1)t>*> (3 

(5) (4) iz^m(DW.^^^p^>^mm^t5mB^mxmmMm, 
(7) (5) sfcii (6) ^iB«©ae«Affliifi8«r*iffliBc»A-r*xs*$ 

U^.tTD»>-f N P/C/V M F HN - L 

)\,7z>t>4 )\s?,m N P/V M F HN (SH) L 
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^e-t v^juxm n p/c/v m f' h - l 

Mz-lt/l? 5. 9 y tf 4 7 n (Paramyxoviridae) (D V 7. tr n «j7 J ;u ^ ( 
Respirovirus) t:^H^ti5t>^^ «W ^©^^©^IS^iCD? 1 — 
— y*>3 >#-Sf&> NPite^CO^Tte M29343, M3O202, M30203, 

M30204, M51331, M55565, M69046, X17218, PjHe^£o^T& M30202, M30203, 
M30204, M55565, M69046, X00583, X17007, X17008^ M3tfe^{30l>Tii D11446, 
K02742, M30202, M30203, M30204, M69046, U31956, X00584, X53056> mte^lZ 
o^Tte D00152, D11446, D17334, D17335, M30202, M30203, M30204, M69046, 
X00152, X0213U HNSHS^tCOOTte D26475, M12397, M30202, M30203, M30204, 
M69046, X00586, X02808, X5613U Ljtfe^o^Tte: D00053, M30202, M30203, 
M30204, M69040, X00587, X58886£#flS0d'£:o 

z\s*zruT4^ (rnp) m&mzmTz>o tm.^m±, ^.>^u-y^>^^m 

■7W( KXlzm&irZ (-) II-^flRNA, (b) m (-) «-*«BNA 

(-> «-*«mi:«^«^>/^frfck. a* (-) *-*«miAfctt»* 

•fcV/S&ttlBHgfclS'&U §2 (-)'«-*0BNAi:*^(*:S:^fig-rS^W^'jC 
©;^f% -fc ^7 ;^V^;^ffl (-) M-*mWh (^VARNA) 

NP*Wt*R* P*>^R> £cfcm* WI^Htf^LTV^o C1CDRNP 
iC^ttl^RNA^ RNA©fi¥^<fctfa«i©&«&©ffSi:&S (Lamb, R.A. , and D. 
Kolakofsky, 1996, Paramyxoviridae : The viruses and their replication, 
pp. 1177-1204. In Fields Virology, 3rd edn. Fields, B. N. , D. M. Knipe, and 
P. M. Howley et al. (ed.), Raven Press, New York, N. Y.) 0 *&%1<D&'&{& 
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iRttivv^ ^ £ jvxmizm-tk>Oi »w 

#»T?fc<5o (RNP) Ofi*i:Utlt -b>^W;vxW^l:, 

(-) M-*mRNA{±> RNP©ff2J^£^fcNP* Wt*f^ P^W^Hs ^tfL 

*wwmz. mz.it.. np* w^si> p*w^ic> *<tm.^w^it**3au 

-fe>*M ■M-** (Sendai virus; SeV) ^©^-/^©^VA^ 

Xfcfcfti5,oooffl£TS *jS? L '(zrmii 3' ©ffi^i) np 

P M (-7 h U F HN 
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3Ef-5=--r rii)*IE¥^^S3^c<fc 0x*^©RNP^ii-rsc:i:*s-ctSoRNP 

©JfcJ&te. ^Jx(mC-MK2$fflia^^T*fTt>-e-5Ci:A5T-^So NP, P. :fe<fc*H*^ 

;t * sc©gy&&s s-ae^fe =i - k -r a * —fciBMStcai x-r £ c t \z & 

^Tfcefc^o RNP.&^J&£*3;fc&fc*8S£ , '&3 NP> P, :fc.J:iFL«^'tt\ "BMP 
* £^£ft£>7V A{C"3— KSftS NP, P^ 43 0:Z>*L3ifi^Fi:^^PI— T*&£& 
fSlifci^o -T&fc*K ^ti^©*^^— K-rsSSH©7'^>'KE5y^ RNP 

frxcDmmmte^x-ftm lt^ .tv^-^RNP^ff^^ntLi^ c©rnp 
np> p, ^vLaewaastu Mmfix&&mzm&mMiirz> 0 
fflmftxm*mmj£$ tztsbiz&, m?iz^^ti^> (-) m-~*m 

RNA 13 *5 V > X m M b & V ^ <fc a C &^ $ tl tz > ^ D - 7 * > ; SC £ «3H f 5 ft 
(^;W^-$IJ®) lCRNP$:^Af ^fcliC©«T'RNP^:S^^-&^^ 
F»fc^&$BSLfc^«fc-5£afc££iifc (-) «— #«RNA 
ip5>RNP*JiB1-5fc:l±, iTOfZ^T. NP S Ps *5 £IFL* W^fCh^JCF* > 

(-) ^-^iIRNA^4o^T^b*^J:o(ce5c^^nfe3i>^n-7-^ 
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u—y^>^^M, mz-\Z7km>&nft£.tj)i>x (vsv) <dg#>jV7% (vsv-g 
) zmfzzt&x-gZo mx.&Tkm&nfi&tj jvx (vsv) cdg*>^sc ( 

VSV-G) ^^t^tt^ffl^t^ ^BA©RNPm^^ti(S^^:^,Ci:^T-^^ 
^. d - 7$ > ; 1^ W £ b & ^ £ a £ £ .ft fc ; t5 ^ * v ' £ 4 ;b ^ tz * 3fc f 

7*>;V7m*&m?z>mm (^k^-mm) tz^AbT^^-&>, (b) mmm 

£i£lt U ^cdJ^#±tS^ fcteiTOJliiamfr £RNP1£i§r#:£ d ££«fc!3lB 
$:it^31^-fr-r*5< d h^RNP#ff2fiS£ft^>^n— W^ff^}^^ ;i> 

-#g|MA (*#^:7$jt) $fcte^©*§*iifg (tf^^SI) fczi-KbTUS 

o ^flgrtT-fe^^i±^^{i> -w^;*©*^^ ymx-b**'^-* 7mx%&^ 

tzmztetZZ b^ 0 Mz-iZ, (-) 0-#0MA£fc&^<Z)ffiMit£^- K-T -SDNA 
Snrn^E— ^— ©T*t35gjg^-&s T7 RNA # »J ^ ^— tf£«fc t)RNAtc:£^<*i* 

So 

NP, P/Ci5 < fc^Liei©^^^-i:«(:i±iiig{:h7>X7x^'>3>t 
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mmfrzti&ttebiz, mm*mxLtz*), $>^^i±m,cD^^ Kxammmfc? 
fftibt*.iK -&iz, :n>^n-r* w^ste, mmmm^mm^B 
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Bm&mmzmx?5i l zit,mz-&*) -^y^^.hT ^ v »jsk 

a*® h^>^7oi^^3>ISlSlA s ^T-^So fllfcliv DOTMA (Boehringer)v 
Superfect (QIAGEN #301305X D0TAP, DOPE, D0SPER (Boehringer #1811169) & 

(Calos, M.P., 1983, Proc. Natl. Acad. Sci. USA 80: 3015) o 

^mmz^y^v-r^^^^m^^m-t^m^&mt^^t^mx'ib^o 
*mw<Dm&mz, muz. ft&m&zi&TZitztzisbiz, miaoued 

¥^«taSb*&ffi#> 5 fc , &^#4>©RNAH 3-K£*iS£-f 
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S^-r^ia^J^^At-^ 3 bw (Journal of Virology, Vol. 67, No. 8, 

1993, p.4822-4830) o ft&mttlZ, t>J )l<X(D&mfc? (NP, P. M, F> HN. £ 

&¥<D&m&toVte^&5£'*&fcto> ^me^cDgu*fc(±^5{cM e-i-s 

(-) 8RNA©3'a»k:j£WS£ (^M^<;ux6Dyy A±©5te^iBS^43tAT 

^m^ft^fctoic^ ^3te^*NP3se^©±^ ( x'>r^^li^zj^v^-r{±3 , <sl 
•n=r< rwmko 5' s§& tz t& v if ( t> << ;u ^ <d y j a ±©»€'-?e'« tc * v > 
(Dftm*&<mz.ztz#>iz\z, mztt^js^j 7m<Dm*)5'm, -rtzto-zmg-m 
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&\7L\Zs Kato, A. etal., 1997, EMBO J. 16: 578-5872OTYu, D. et 
al., 1997, Genes Cells 2: 457-466©IB^^l3Ts a £ VTm^-?2> Z 

, 25ng//zlW±©M^*m^tt^^#-©^^^ K^f^££C£i>W£ 

eE5!l*S£'^is^-B:«:v^«J:^fcI^gSE^J*afeaEU NotI SMft bT* < 
b^„ £©fmfr£ffiM©Me^ 

(e )n ^sb^ij (i) a^te^nsfiffijo (s) (eisb^j) ©3t-$ftiiDt 

o 

#lx.«v 7*7— h'ffl^-fifcDNAiE^J^ NotICcfc3#J»f£&!iEf Sfca&t 
l-ffitCD 2 U±©7 ? l/tf?- K (£? S b < (TCC©NotIBS&^»ffi&3fe©S2y!l 
#£r£ft«:^4Jfiak Itif^ t< &ACTT) ^©3'^tCNotIIgI§&gB# 
gcggccgc^ftflnu £ ^ti^coS'WZT^— 9-— SB^jli: bTffift©9tfi3S*fctt 



WO 00/70055 . PCT/JPOO/03194 

v • ••; -i 2 : 

K>ATGfre>iii£##>T0RF©ifc2 5«£ffii!S©gI^J&tt2nibfc^J§fc^So £ 
gi©igS&G£ fclZC £t£ £ <fc o KKffi3©cDNA#i 2 5 i£g£31& U7t"7 

GCG, GCC©NiotIBSi6®ffifi*<OE^J^Sn*V^4JttS. 3gC»3: b < fiACTT) , 
U *©3V'ffil tNotISII^tocggccgc*'ftin U £ £ £^©3' £ 
«ffifSfc-»©ffAW^©*y jDNAS^Jn-rSo CCD^-'JrfDNACDS^ti. NotI 
SSttSPtegcggccgc^^fe, cDNA©*|?imJgSiE^yi:^-r-S-b>^^ 
fefe^3^>^<£^;i/*4rV A©E I Sm&WM'(D&ffr1fi.6<DigmiZ.teZ>£.5 
lzmmm&WLn\r-t2> (^£>®Z rt<D)V—)l (rule of six)j ; Kolakofski, D. et 
al., J. Virol. 72:891-899, 1998) 0 £ hiZWXmfr<D3' Wlz-te >trj t> 4 )VX 

<Dsm&}G>mmmmms »*b<.tt5 , -cnTCAcccT-3\ iwm> »av<it&&- 

AAG-3\ EEEI©*§M8iBB?!k b < -TTTTTCTTACTACGG-3\ ZblZ^CDS' 

* V zfDNA©3' ©jfcSg t -f 5 o 

PCRteu 0y*K N ExTaqtfU -t? (SMai) &fflV^5im©:5?££/B^3C: 
£#T'££o $fSb<{iVent^';p<7--Hf (NEB) SfflWCfrW ii*gbfcSlft»r 
>4-ttNotITillflSbfc^ 7*^7^ K^* — pBluescriptONotlgP^tl^A-r-So 
ff^ftfcPCRM^©^!^!!^-- ^^>-9"— T*fit^lb>IEbV>E^I©r7^ ^ F 

.^£&S-f5$VAcDNA&^*rr^;*$ KCDNotlgPffilC^n— ->^-TSo £fc 
7^7 X K^^^.— pBluescript*^$rtcMotISW4tieg!#Abxffl»i-fe 
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¥£"ti\ VJ^XOL P> m#>rttrnKl&\)[ RNP£fffitJ&£-£\ dCMNP^' 

fTa^fctfT?** <@fi&&0B97/i6539^; SB5&g897/16538^; Durbin, A.P. et 
al., 1997, Virology 235: 323-332; Whelan, S.P.'etal., 1995, Proc. Natl. Acad. 
Sci. USA 92: 8388-8392;. Schnell. M.J. et al., 1994, EMBO J. 13: 4195-4203; 
Radecke, F. et al., 1995, EMBO J. 14: 5773-5784; Lawson, N.D. et al., Proc. 
Natl. Acad. Sci. USA 92: 4477-4481; Garcin, D. et al., 1995, EMBO J. 14: 
6087-6094; Kato, A. et al., 1996, Genes Cells 1: 569-579; Baron, M.D. and 
Barrett, T., 1997, J. Virol. 71: 1265-1271; Bridgen, A. and Elliott, R.M., 
1996, Proc. Natl. Acad. Sci. USA 93: 15400-15404),, »W )V*U7 DNA(3 
ife^T, F3gfe^ HNSIfe^ &&V/&tz.\±mtett!K^^t=.Wi£;lZ\Z^ 

TOSte©^^Vv^«^^^^oDNA^^tf^^^f^S^^(S)gW©«aJ5aM 
iC,DNA^^» 5 ^{te>nS^^{3+^^^«m/Vl'^C<fcoT^^^li^ 

(DhbTii^ a^o h^>^ 7i^7^3 yu.m&mmxgZo m^ii dotma 

(Boehringer), Superfect (QIAGEN #301305K D0TAP N DOPE, D0SPER (Boehringer 

#1811169) tzz&m-fhtiZo ®£LxiMz.\tv>mti)\<i/'y2**m^tcb7 
yx7^2is3>&&m?%n,zcDftmz&^xMmftizx^tc dna& ^ /j s& 

lZ®.t)&£nZtiK mftlZb+frteA<DWkifiXZ Zt&mbtlX^Z (Graham, 
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F.L. and Van Der Eb; J.', 1973, Virology 52: 456; Wigler, M. and Silverstein, 

. * • ' i 

S., 1977, Cell' 11: 223) 0 Client J: tfOkayamali >7> 7 7— tmoMMik* 
mt\s, I) mi&&&tt&®®4 >**^-*> 2-4% C0 2 , 35°C. 15 

m& '2O~3Qjkg/tl0£-%&Mte&f&tfiftbnihn&\sX^2> (Chen, C. and 
Okayama, H., 1987, Mol. Cell. Biol. 7: 2745) e @©^^{i> — h ^ > 

ilZ ^ 3'>tc'3i>TV^ o ^< (iDEAE-^X h > (Sigma ID-9885 M.W. 5 

x io 5 ) m>m&pfim(DmAmm&-cmm u > ^ > ^ 7 ^ ? ^ 3 > &'fr o 

^fel)fcto{:^ OD^>^iipi5c 3 (Calos, M.P., 1983, Proc. Natl. 

Acad. Sci. USA 80: '3015) o ©CDjjmitnk&Jl&tmttlZJsmx, fflti&MIR 

m^m, svvxcdb. (mum®** mm) <d&$, j^^y.T—(Dm 

■ i 

>g£^#jILT^-5o $f^{-{± Superf ect Transf ection Ragent (QIAGEN, Cat No. 

301305K £.fzl£ D0SPER Liposomal Transf ect ion Reagent (Boehringer Mannheim, 

Cat No. 1811169) ifim^btiZo 
cDNAfr £ <Dmmf&ltmfc&] iZ £ O lZ b T=fT ? C £ ^ £ 3 o 
24^^ £ 6 5ta^© 7^ Xf<^7l/-h$it {ilOOmm^. h •) M±X, 10% £ 

^Jfilr»(FCS)*3cfc^Jn:^» (100 units/ml ^~->D >G:fc£m00//g/ml 7 h 

U7h^ ^>>) *<a&m'j><&mtgm (m\)^m^^xv-j\ymm^mmmic-m2 

$70~80%3>7;i/^> Mc£3i;T-Jg#U l/zg/ml psoralen (V^ b 

>) #£T UVMKM^20^Sr-^TS{bbfes T7#D tf^^3H-^M^ 
x.>7 7 ^7' , 7l';i/XvTF7-3 (Fuerst, T.R. etal., Proc. Natl. Acad. Sci. USA 
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83: 8122-8126,1986. Kato, A. etal., Genes Cells 1:. 569-579, 1996) PFU/ 

^l^P^,2~60>ags ct!?^^b<|i3~5^g©±IB£Dili.mi?.-fe>^'f 

3£>f;i/;** >^?n%:&MT2>7'^X ^ K , (24-0 . 5 >tzg<DpGEM-N N 12-0. 25 <ag 
<DpGEM-P> 43 £ IF24-0 . 5 /zgCDpGEM-L. <£ £ b < & 1 gOpGEM-N N 0 . 5 ^ g© 
pGEM-P, &J:tn//g©pGEM-L) (Kato, A. et al.., Genes Cells 1: 569-579,1996 
) hfttCSuperfect (QIAGENft:) ^^fc , J*7x^^3 >mmiz& Vh^ >X7 
i^'>3>t5o b^>X7 sLtiss >&fr^tzm%&\Z, Pfim\Z£ »3l00/zg/ml 
®>J7 7>^» (Sigma) &t^> h t^> K (AraC). i»5$f^b<{i 

40/zg/mlcZV> hV>T^ If ^ > K (AraC) (Sigma) O^^tsMm ^©MEMT'Jg 

S^iziT -3 J; a ^^J©S^^^iS^t-§ (Kato, A. et al. , 1996, Genes Cells 
1: 569-579)o h 3 >X 7 ^ * ^ a yfr t>4S^7mmm&t%W&. *fflfl§£[5]lRU 

§LLC-MK2«t3 h^>^7i^->3 >bTtg«1-So^#3~7 B^ig*M£ 

M^^MT^ LLC-MK2^fflJiS C h 7 > 7 7 i ^ i/ 3 > 1 1. K S fclix >^ D - $g 

LLC-MK2^fflfig{3fiS bT^H-T £ CI £ £ o T "7 ^ ^2 $ — £ if Sit" 3 CI h 
#T-£3 (|IWJ#M)o^*±^(-^^nS^^;i/^7Jp{i^J&^M*tS^(HA) 
£ $J£-f 3 CI i: (I ct 5 ^> Ct^f t^o HA(± r e ndo-point j (Kato, 

A. et al., 1996, Genes Cells 1: 569-579) £<fc Sz&TT £ £ Sc 

RNpm^ ^fcti'7'i'^^^^^ - ftummt % m. % , nmmz m v ^ a m^.mm 
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^Z4b*^Tli; '1^;Vl!ffE&3l5CDCV-I«Bfla^LLC-MK2fflflas ^A**-WEfi&©BHK*ffl 

i 

ftm&my'-n ha-';HII, ^^lissilfj , J¥3=tt, *IR, pp.153-172 
)o JWtrt&Cfck' 0j*.fc£, S»5PS^Mt3An9-12Bia 37~38°CT-igfi U je 

pp,68-73,(1995)) 0 
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• • • 

xteMMKx*^$n&mm<Dm&&mmx&zz£fr^ ^nit-r^tz®^ m 
tez&ofctuz., cn£m^T*io~i5#;&BU ^ <D±m&& 10^-40% i/ 3 H£j 

m<D±lzmmL. 20,000~30,boOrpmT-30#3a^U RNP^^tfH^^IilR-rSo 

• • • ' 

abs^teu ^;v*£0.6% NP40, ixco^^^-^^—^m^ v u »>a n imkci 

. lOmM yfl-^Ol/^^hoi^y— ;K lOmM Tris. HC1 (pH7.4), 5mM EDTA OstMM) 
(3^iP^o 20°C-e20^gb> ll.OObxgfEO^^-rSo RNP£^tr±^£ 
50%^»J-trn-;w 0.2% NP40, 30mM NaCU lOmM Tris HCh ImM EDTA dfiJi L 
N 39,000rmp. 2BSF^ 4°C"e«^ U'TttiRSIliR'r So &J££^£ft3RNm£-#: 
0.5% Triton X-100 10~40%$/3«£JffiCM» 
U 20,000-30,000 rpmtr 30#jSjOU RNP£^ifi£— ©M> K ^HiRf" £ CI i: 

*mw<D&&mz. mz-\t£.m&i&7k j pv >mmm£m&&fc (pbs) ttzxm 
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ttSms H'& (exvivo) &^z&,%mB*&MeD^tfi(bJjmz&^T&. '"te 

e^fc^^i'SC fc#3Tt&"C&3o bTfcmfcftUIKttfc < v M 

&X%Z>o :©<t'^*fe?i:lt(t mtm Muc-l Muc-1«A^>*> 
T^AU^Wf K (*H*mgl 5,744,144^), ^?;-7 gplOOin^^ 
^(f^ix^o dCDcto^ae^^J;?)^^ SUS* *£B§^> HMttSx Bu^ffi&g 

■ * 

) IL-2£— #fHIL-12 ^©li^'&t)^- (Proc. Natl. Acad. Sci. USA 96 (15): 
8591-8596, 1999X ii) IL-2 >^-7iD>-r (^H^fF^ 5,798,100^) 
% iii) #3ffiT!fflV%e>n?.li«5[^n--MS[H^ (GM-CSF). iv) HM&tt* 
M^i: bfc GM-CSF £: IL-4 (Ojfl^^t)* (J. Neurosurgery 90 (6), 1115-1124 
(1999))'fc£*M£tf&ft*<i 

>^D— :7\ B*i^f:*^tll fltf^li^O^n — (Vaccine, vol. 17, 
No. 15-16, 1869-1882 (1999))^ XlZ&UXlt. .mKHIVgagSfctt SIVgag 
(J. Immunology (2000) vol. 164, 4968-4978)> HIV-x^^D-?"* W1 
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I 

<t^ti#^i:f *>ns : .... 

DOGS (Transfectam™) £fck£D0TMA (Lipofectin™) (^jc— ^Mt^®}) 

I 

D0TAP (i/^XTMt&fy}) 

DOPE (^^-b'f ;i/^77f^x^- >) 

dopc (-y* u ^ 7 7 ^-s^nn y » 

dpri n— 1?>*— ;i/#p$js^ (Ri) m-z^-^^Tu^^^^yuifjv ( 

«>Vf;i/) Kndf^^^l/^bTV^r^^ (Sigma) CD^;1;I/ ^ > JVih 

dori m±.<DV-*\s4 »mmfc 

So 

m A Utl^ftl: tSn^ RNAfr £ Sife^ £ |g3I£ t5ui:4Sfl^ 
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^- (Kaneko, H. et„al.! Virology 267: 8-16 (2000)). n.V^{Z3B^X\±, MX 
(£i3 \y "7 3.— y h (CTB) (Arakawa T, et al. , Nature Biotechnology 

(1998) 16(10): 934-8. Arakawa T,. et al., Nature Biotechnology (1998) 16(3): 
292-7). &$LmK&^X\£, mZlZ&Xm*'f )bX<Dm*>'*2. (LodmellDLet 
al., 1998, Nature Medicine 4(8):949-52) v ?kmm\Zi3^X&. b r/tlfD- 
-V-*7 4 IbttWDtiT'is.Y* >Ji#Ll (J. Med. Virol, 60, 200-204 (2000)) % 

-&m^(Dmm&%z<bti2>ommmiz3$xi£, rnxm^m^m^^^ 

WlVdlZ&X, < V >ffifr<Di7°?; FtDf&m&lrtltlX^Z (Coon, B. et 

al., J. Clin. Invest., 1999, 104(2) :189-94) 0 .... 

R!lE^BU:©S.e»©tftmSffofc*g*%^ , to 

%mffiistz&m**irmx&ZotfiSev-mi&*m^xM^ 

tzkQmmistcte^&TF-f^Mx&Zo 
m 4 aiifiMtiisw zw<Dmm>*ftfa&®MMmm^<Dmwnwixmm l 

fc^-r^a-r&So F^asev©s^^ffl^fcy^^-T^w;i/^{3<t?)^;i/ 

1. LLC-MK2^«tt5CV-lli^n^n©lfflflS^©^a)^BaS^-f -fe— hSUnf o 
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2. LLC-MK2/F+ad:fc<fcm:V-l/F+ad(i77V ^-f )lZkxCAXCre&fiaz_tzZtl^tl<D 

3. LLC-M^/F-ad^^^CV-l/F-adtiT^^ ^^;VXAxCANCre*^xTV^V^n 

4. LLC-MK2/F+ad 3rd&T'7V ^XAxCANCret'B^^LfeTO^^ e>(C 3 

5. id%&m&itzn?tinm&m&iBis&v3Ht:ni : ro 

i • 

6. V&cU&&Wa.c3dteZft?tiv2i'-7 t4 frxmm&l B©*ffl 

7. AraCld*5J:l>*AraC3d{i:^ix J ? r nAraC$r^ljnU'r itF 3 B©«Hfi*JSt" 

i , ■ 

o ■ 

i . 

CHX ld&cfctfCHX 3d&^ftf ftge^J&Pfl^SIIM * d^n^> 5. Kfe^iO b 

0 6lt GFPz»AF^SeV C DNA(pSeV18* / AF-GFP)$:F#^^LLC-MK2^JiSC h 
^>*:7i^>3> LTGFPGD&St (RNPcDt&iti) Vtc^^1r^m^$> 

z>o nmrnt LTF®fc^£NPste^©3' *s£t^>* 7;i/u ?%.£:&mzwp*m 

ALfeSeV cDNA(F^>-v :7;i/MSeV)£ffl^7c<, r a llj &SeV cDNA©-ffe(Z N NP,P;LM 
fi^^^ItS^^^ K (pGEM/NP, pGEM/P, AtfpGEM/L) & |5jB$i;: h ^ 7 
i^>3 >Lfcfc©£^lfc-ro r cDNAj iicDNA (pSeV18 + /AF-GFP) h ^ > 

OptiMEM (GIBCO BE)l:iSb (10 7 *ffl3&/ml) N tffi&lifel? 3 [3 < SiE 
Lfc^^- MOO^lfc*^:*^^ *V-AD0SPER(^-«; WW 

a) 25,uii:?gi§ru ^{3i5^F^suT^^, mmmmmm (+ad) tc^aou 
-tfS^-r^iamx.T^y ^>r;i/^^in (-ad)*fflj§&£ffl^fco po© 

LLC-MK2«T*{iGFP^SeV^^ ;i/^RNP©^JC^#6tJiC^3l1-S d £ U 
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i . 

^tz&m&^ir^n-Z&Zo RNP/o&RNPfcMJg (overlay) bfclifl§£JiU RNP/t 

.i 

«RNP?:transfectionbfe^fflJ^$;JB-r'o , 

lasfct. F^^-r F^^aflSic^^tciii|is$tL5c:i:$«i^^}fc^ : 

K£H«J 2 }CI3«CDF^W13 >j #7 qc^> .3 > Us iS«±M£Hli&b£:o Z\ 
©^«±,?»^F^3EiWCDJ$%(Cin^^^^ 3 BB(3lH]iR$tifc^#±?S^s 
F^^BBSiiF^^SS^IsI^^^nU h V 7^>#$h##STt- 3 BF^ig 

o 

^M^l$#±r»*©^'r>'l/^SlH]JRbs total RNA£IUltBbTs F^HN^^n 

^@iR^nfc^^;b^{±HNMfi^^m^nfc^F^^ii^ffi$nTsFjt^ 

Ell lHu GFP©^e^licDNA©^©l^hPai©F©^Mt#S^^c:i: 
^^■TRT-PCR(D^^^¥*t?$)^o 1 : +18-NP. +18 Not ItK b©#£<Z)fi£ 
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Mo 2 : M-GFP, W?m.&¥ffl&&¥km&m:&&1rZ>Z£<Dmm 0 3 : mfc? 

o GFPfcfi^jPF&SSBffilcSqSEU NP©3 , *^{C+18fi^CDNotI^>f h'#& F 
Jtfi? *SRNA^ 7 A CD if 3 £ & b & V ^ h £ ft tz o 

IgG(antiF,antiHN)SfflV^fe^63S*SlzJ: Di§Hfc*gm£75^¥^T-fc3o^'f ;i> 

I 

i • 

Ell 61 ^*X*0tt#«iffllIS (BMc-kit+/~) ^CDF^&MSeV^*— CDa»A 

*jswftfc*s*fea%f ht-&3o etfc&^-iiPE»tt/GFPistt£&u miw- 

t±PE»tt/GFPIIBtt*}i"re. 
HI 7lt bflwM^CD^*— CD in vivo ^CD^^^-r^Tfe^o 

miic-m2mmzmm^ v v7is>&&T£tz\z$m&TT'3Hmmm\s±m* 

HI 91 01 8B(Z*3l>T^Wm^"t*HABH4r-feofcSi^(lane ll:fc<fctF 
lane 12) £$8W38$P£l?&abTJg#2B&©&Sift<Z>HA assayftfrofc!^* . 

0 2 01 HAfiH4T-S^* s J&VMi7l';i/^^$^S^T-^fc^^^-r¥ 
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o LLb/yacT7/pGEM/FHN(iLLC-MK2tel3 "7 * : >-7&m&. pGEM/FHN 
7*7 X 5: K-4 h 7^7i^3 >-Ufcttfio LLG/VacTTli^ £ 
LLC-MK2ijfflIfeo LLCMK2/FHNmix& F , H N Ste^H^S ft£:LLC-MK2$BflST- * n — - 
> 9 b T V ^ & V ^ *fflflg 0 LLC/FHN&LLC-MK2*fflfl§ \Z f ; H N itfc^ * iAUt 7x ^ 
•^>T;i/Xl?»5a««l^(3B«) ©*fflfl§> l-i3, 2-6, 2-16, 3-3, 3-18, 3-22, 4- 

0 2 3 l& pGEM/FHN©^iJ0©WM©31^ t £ £ £ -f <Dl&WfemZ b.fc«g« 
^^-r^^Trfe^o FHN^MGFP^^SeV cDNA,.pGEM/NP, pGEM/P, pGEM/L, pGEM/FHN 
*f'n^nS^>LLC-MK2Jfffl"l!SK:ae^F#Xbfco »e-?*A3l$IBI&JgHs£ 
AraC, M; r>>>A t) OMEMtC^b, £ *>\Z 3'aiBUMbfco atfi^nXft 2 B 

BTgbfeiifl:Wf^?«*u pGEM/FHN©»ai©w«i©av%sifeaEb. gfp^^ 

£«HjD bfc»-&tt'GFP#B3iaHlia©j£** 0 #teB£ft.pGEM/FHN©»in#& 
GFP^«>>>^;U«B1J!ST bfrHil^ft&frofc 

0 2 4lt RNPh^>^7oi^^3>tz:«fc^F, HN^«^-f;^cDS«S5i:ii*B 
^^t?»t-fe5o ^Ii^t3BI©F HN±t^|fflJ8S (12well) KPO RNP£M 
M^fettDOSPER^ffiOT 'J^7i^a>U 4 B^£GFP£gl^bfco RNP h =? 

&m 0 j.frxWL*mm Lmumfrx- ztzzt *mm b tz (t) g 
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LLC-MK2/F, LLC-MK2/HN, LLC-MK2/FHN£^§fcbT h'V :7^>(D«»n<DWarCJifil 
lfcm^t?lt*$)-5o H^^GFPSe^jfflliaoiS-^D^fljlKtfco. 
^CDiSm^^-ro LLC-MK2/FHNT©^P©j£# t> #«*'3*U " C©£4'-;i' 

FHN±t^^(c fmi&fro > y ^> >&#ft tc till $ n a d ^ #stfg.3 ft it o 

=-7 1?4 )IX <D^fe&4b £?7 RNA* 0 * 5 -- tf iStt£j3*f E"C & &o 

@3 0lt V ^ V > • UVj®*f L'fc «7 * >> =.7 1> J (DMMmmVZ (CPE) 

W*/-7tf4 ;i/*£moi=2T'^3£<*-frfco 24BSIH&> CPE£8ti£Ufco £1 

o 

So AxCANCre^4BBCDLLC-MK2VSV-GSI^^^ (LI) (moi=0, 2.5, 5) <DM 
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tifmm*mi-o\ ^^mtfflSV-Gffifa (MoAbI-1), -fttateteFITCMb i/i^OX 

. » ,' 1 

t 

E3 5i±. AxGANCre (DmPkA (M0I=(K 1.2,5.. 2.5. 5, 10) 

ei 3 7i±, vsv-g %mk*m^xn <?ntz¥ se^s^ufc^y A^tts 

03 8liv GFPM^fc^tfF, HN^S i b>W ^-OU*£ VSV-G3I£^fggi 
^liaLLCG-Ll^^^^i±, VSV-G&ftmzmTZ b** ;i/*<Z)jg£# 

03 9ii, vsv-g mfe^mmmmT-mrnvtztn hn 
04012, mxmmiTT'GTmmMm&mm^tcii&^&^i-^nx*&Zo 

E4 1lt 3i>^D-^31^^5: h'i:TOSjiO$l^fc>-fr{3j;SSeV/A 
F-GFPcD^«J^^(DfqI±^^t-0T-$>^.o PO (Mftiu) 0d3~d4 (3 HS-4 0 

?-G??<Dmnj$<Dmm0k<*<D®m mm ^^tit^^o GFPisi^igfis^ £ ti 

EI 4 3l^cDNA^e>©F^«-fe>^ ^-f ;i/70l/7^a-0MISM^ti 
T-^>So^>^D-r^^^ 5: Kh^5SMS©ia^t>-M-(Ccfc^SeV/AF-GFP 
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12 4 4ldu GFP£^i;&^LacZ*g« F ^ >f * — ©lacZ 

Noti-b-^ h*m\LmmLfcmmo*>yiyjjix7;M>cmh(Dffim. (b) § 

f 

i4 8lt *7 J JV^Z * % ^-ite^F (SEAP) 

'CD^*©jtV^^itf^bfc^^^t-EIT*^§o SeVlS+ZSEAPcD^— ^SrlOOhb 

Ei4 9{^ pi m^mmmz^si-f^GFP%m^-tmwm^Mx$>^ 0 

W\5 0ti N VSV-G^i-h-^^T-SeV/AFiGFP^^CDJititiM^, JjtFJ/irtfc ( 
anti-FK ffmtfZfc (anti-HN) N ta-fe > *V t> 4 A X Vite (anti-SeV) *m^X V 

fcVSV-G:>i- h'^'i'rSeV^^^-frfeTOCGFPCD^S^-r^ST'feSo 
El 5 2Bu ^JgiUlB^'C^^ffl^T^ilbfcFiie^fe^OttF, HN311£^£ 
b £ y ^ A £W f -5 VSV-GS/ a. — K * 7-b > *V £ © £ ^ ^ * >8? 

EI 5 3 ii. F3t^^^bfe^yA^^-r^-fe>^'i7^;i'^s &3^&FM 
£ £&F,HNit£^£^ b&^V A&m-fZ VSV-G->a. - k * r-t? >^-f 
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^ _ ^ ^ ^ -r^ > ^ ^ ^ ^ t~ ^ ^ ^iffl^oi^it § yjk-f m T* § o 

15 5lt NGF^^^«bfeF^S-b>^^.^^^^ (NGF/SeV/AF) (&mm 
0 5 6 (i,. NGF^F^^MSeV^^^.D^^n^NGFOtS^^^-rill^fe .. 

i 

V ^liD>^□ — ;u ^ b T ©ngfm a & »a U 3 B g£ . 

£ ^ h n > k u Tiz «t -siiTtim^^^ t iyX^mm^m. ufc '(n=3) 0 ig«± . 

A) =J>hn— ;i> (NGFSttMLK 

B) NGF11 6 lOng/mL^tJIK 

C) ' NGF/SeV^^flS^#±m/100#railD. 

D) NGF/SeV^^B^*±?Sl/100#^mSn. 

F) NGF/SeV/AF-GFP^^$ffllS^#±^tl/100^IR^llP 
i5 8lt Ad-Cre<2moi£FMe<£283im£^t"^K"£&So 

05 911 Adeno-Cret3cfcSLLC-MK2/FCD^31$:^-r^K-CfeSo 

060(1 ^ft^«fcs^©^tt^^-r^aT*feSo 

06 2(1 GFP-CIUhUiSeV-CIUh©*§llll^$r^'r0^feSo 
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-fe>**-r £>f;i/* (SeV) ^^tVAcDNA, p.SeV18 + b( + ) (Hasan, ( M. K. etal., 
1997, J. General Virology 78: 2813-2820) (r p SeV18 + b(+)j r p SeV18 + j £ 
^-5) ©cDNA^Sphl/KpnlT-^^bLT^^^ > h(i4673bp)$:lH]JRb. pUC18 
IZ Z U —=. > ^ LT i: * ^ o 7? * 5. h*pUC18/KS £ bfc oF^m&©fif ^1* ^ © 
pUC18/KS±T*fr^fco Fite^0:fcJSii> PCR^-f ^— ^ a >^&CDM^^fc>-frT- 
frl^ iSmi: Fjife^f CD0RF (ATG-TGA=1698bp) £Bfc^Tatgcatgccggcagatga 

't 

(I2?'J#^- : 1 ) ^MiS U F ^^MSeVyy AcDNA (pSeV187AF) £«t^ bfc 
oPCRti. FCD±^tfi (forward: 5' -gttgagtactgcaagagc/@B^J#-^ : 2 , reverse: 
5' -tttgccggcatgcatgtttcccaaggggagagttttgcaacc/BE^J^-^- : 3 )> FjUk^OT 
$E£& (forward: 5' -atgcatgccggcagatga/IE M S : 4, reverse: 5' - 
tgggtg]aatgag'ag4atdagc/IE?y#-^: 5) ©PCRjg^£EcoT22I-£'3i*£L£:o 3£D£ 
5izm<btifr7'7X 5. K$:SacIi:SalI-e^hUTsF^agP{4$:#tr^<D»fJt ( 
4931bp) £[I]iKLTpUC18l3^D — n>^U pUC18/dFSSi: Ufco C©pUC18/dFSS 
£DraI 1 1 T Sfi-fb IT > ®rK* % EUR b TpSeV18 + GDFjtfc^ &^tf ^©Dral 1 1 #rM- 
7-{^>3>bt777^ KpSeV18* / AF *mtzo 

^^tCs YK^mzmYmfcttmm\stzcmk (psevi87AF-GFP) ^mm-r 

Ztz&b.VCMz ck 0 N EGFP3te^©ti*S£ : fT^fcoEGFP3i£^£ 6 ©^(Hausmann, 
S. etal., RNA 2, 1033-1045 (1996)) 5' iiNsil-taild^-Y v 

-(5'-atgcatatggtgatgcggttttggcagtac : ie?!l#-5§ : 6 ). 3' liNgoMIV-tailedr 
(5' -Tgccggctattattacttgtacagctcgtc : 1H?U#-^ : 7 ^JS^TPCR^fr 
ofeo PCRjg$?£$J|5gglSNsiI hNgoMIV-e^-fb >r";i>i£p £ $rJt£ EIK U 
pUC18/dFSS©F^SB{£rl3&3NsiI i:NgoMIVi:^aSiJ^mgPi£r^^b> 
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^x>7 WWco ClJtP^ WP»£ : ?£^*fDraII.i»#£l!]JKU pSeV18 + 

pSeV187AF-GFP £#fc c 

- , , . ... , 

^PCRT-tiAUs S"---!r>^*flBB'Lfc«> Cre DNAU n > hT^-—- tf {C <fc t> Mfe^ 

ft3 £ 5 t3s£ff"£ ftfcy^ * ^ K pCAI,Ndlw(Arai h t J. 

VirologyTiigg's.plllS-ll^l)©^--^^^ K Swal^iC^AU K 

pCALNdLw/F hlL • 

<2> sey-F^e ^^#^t-^^;i/^-MBS©^ . 

I . ..." 

SBM&HU LLC-M^2iHBfla*fflV^fc«'LLC-MK2jfflJia't^ 10%(D^3b&;f IMb^BS 
i^jfil7f (FBS). U >G± h U -7A .5'OJWft/HK ^cfctf* hi/ 7* r V-f > 50 

/zg/ml^MLfcMEMT*37 0 C. 5% C0 2 ^Jg#Lfeo SeV-FSe^m^tt^BS^Stt 
Zm-tZtz®, Cre DNAUn>t^— ^(Cj;>)F3te^m^$:^#^m$nS^^ 
tzism-^nfc±127*^^ 5. HpCALNdLw/F*;' U (mammalian 
transfection kit (Stratagene)) ^©7*D h u—)\,\Z'&-oXU£-M2 M 

lOcmri/— h£JBV\ 40%^>7;U3i> r £T*£WbfcLLC-M2iTO{;:lO/zg<Z> 
r^** KpCALNdLw/F^AgL 10mlO10% FBS^tfMEMJgifefZTs 37°C©5% 
C0 2 ^i^-^-^T-Z^F^^b&o 2mmmzMffi*\Zifil^ lOmligm 
.£!B»^ 10cnr>* — b 5#c£ffllV 5ml 1^ 2ml 2^ 0.2ml 2*fc£3#£, G418 
(GIBCO-BRL)$1200Ag/ml^^tflOml©10%FBS^^tfMEM^ite(C-CJ^*^^T^> 2 

^JtefzJ: D^WbT^feG418(cirt4^^t-ra{i^D-->^>j yV&m^X 
30#c£EiKb£:o n — >ii 10cm :7 b — ht-D>7;i/i> H;i&3 
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^AxCANCre-e^m. ifiSeV-FgSff^ Z n-^;HgG (f236, J. Biochem. 123: 
1064-1072) &m\,^TSeV-m&(Dmm&V^X*>'7uy hStiDWTCDJta 

XAxCANCre^^S (Saito et al., Nucl. Acids Res. 23:. 3816-3821 

(1995); Arai, T.et al., J Virol 72,1115-1121 (1998)) lz«fc t> moi=3 "&B$k 

v *£Uwl-T*i(M£&#U 1500xgT-5^r^5S^b> *fflflg£lfe#>fco 

kjia^l50>cdl PBS^n'^^t'— (C5^^ |Sj»cD2xTris-SDS-BME sample loading 
buffer (0.625M Tris, pH 6.8, 5%SDS, 25% 2-ME, 50% glycerol, 0.025%BPB, Owl 

ttiO ^*ox> 98°c 3^^iniftMS^mm^i&ffl^t3^bfeo Kim. ( 1 
>^feDixio s «) &sds-#»;t^ u;i/T^ (•v';i/^^;no/20, !f§- 

h*££«fc DPVDF^^M (Immobilon-P transfer membranes, MilliporettSO' Cte 

2PUfco ^^(iioo% ^^y-;H330#, *-fc30#iB«'LjMEW*tt/B u> 

ImA/cm 2 ^m^CD^T- l^F^ofeo 

K<E¥M*0.05%Tween20, 1 JSBSA&SMfflbfcrn V*>$*»*07n y 
^ SEP&S) 1 B#IH1E»^ 0.05%Tween20, 1 %BSA£»D UfcT'n 
'^ftTfl/lOOO^Lfc^SeV-Fiafl; (f236) ■el^2HFI£$$f fc» 
^?:3ini20mlCDPBS-0.1%Tween20(Z 5^IIbt^bfc^ PBSH»?£T* 5 # 

^T'l/2000#^bfc^l— ^^^^-^T^bfcm^^^IgG^ (Goat anti- 
mouse IgG, ZymedttSi) lOmlSMt 1 WrBBSjiS*.*fe. SEte^JR£3j£20ml© 
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• • . . i ■ • ■ . 
PBS-0.1%Tween20t;5#F^ 

fee . ; ' .. 

ih^&ytfe (ECL western blotting detection reagents, AmershamttiS) izX 

^sev-FWfc££x©^e>n^^ 

(Z^1"o AxdANCTeJS3fe^SW?&SeV-FCD5B3a* s titb$ i ns SeV-F»E^j£«a&8tS| 

r U— JBtfr&frofc (EI2)o' fttto-fex" lxl0 5 «^15,000rpm 4°CT* 

(f236)> 0.05%T^ib^- h U ^A, 2%FCS^^tfFACSffiPBS (Hlft^) ' 
°C, l^F«^ LTSiiS$^o Sm5,000rpm 4 0 CT'5^^^>^^>b, PBS 
200,ulT*5fc^U FITC^bfctrC^^^IgG (CAPPEL*t) 1/zg/ml i:30^P^7K±T' 
SJfo£-tr> m>*PBS200Al-r-3£?£U 15,000rpm 4°CT'5^M^bTTOS^tf 
>^>U lmlcDFACSffiPBSt^^Ufeo EPICS ELITE (=i— #*0 T-H/lf 
>l/-+f-^fflV>t, Jfi&^&K488nnu ^ft&:K525nmT#Mfi : bfco 
LLC-MK2/F7 SeV-F«e^S4l«S^stet3^fc(Z)«V^J»tt^tftm^ 
tu SeV-F^&g^flS^Ml-^^tiSCii^fii^^nfco © 

A.^^-^T-^^^^nfeSev-FMeMtt^oseatg^fenrv^s 

LLC-MK2/F7jfflJfi*6cm^>^ — VKl^^x 3 >7;i/jc> h St'Sf^tfe^ Tt= 
V ^-r^^AxCANCre^^B^O^ (±S3) C<fc D«oi=3T?JR!fi0k h U ( 
7.5>ug/ml, GIBCOBRL)^-at?MEM (serum free)T37°C 5%C0 2 ^f>^a^-^- 
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h«£j:»>*S3ft&F«fiir<Dh 'j:T^>fcJ;£^£OTgbfc(E3)oSeV-F 

s e Htii^?sftss<o.Btfffis a <dfo ^ b-c^££ *u t> u r *> >©ie &m<¥m iz 

^fg3S^©LLC-M2/F7iTO^^ 

cD^asaife^r^^^n^^ofco b>u zxDF^mmmizsev-m^My^x * 

K(pCAG/SeV-HN)£ h- 7>X7x^>3> bT h U >£^£?MEMX. 3BIH1&*' 
MUBM^<Z>V8iMM.Wi (Hematoadsorpt ion assay; Had assey) -CSSRbfc (EI 4 ■ 

)o -?tzt>%s mmwmz 1 h usjcu** lmi/disbs-an*., 4°cTio#ia» 

ffi L-TfflJBIB^ft §1 ^bfcvJ: tf^JHJi U LLC-MK2/F7'-C^«»3B bX V* S F 

MMftfrbWM&ftm&mW-i bfcd fc^JB^b (15k ^;wi 

— $IIJ&ft £ S^CD FISO cfc £ »> -f ;i/ * © B$tfi££ fiE#J b & -=> £ o V 
$i/=.Tit><< KXtZttTZ V7 U>(psoralen)^iDX^?Sg^^HI(iong-waveUV 
) XCD^&S (PLWUVMS) fcfc* V#i/=.7*7 4 JVZ<D&Mmt!&&fe$it, T7$B 
Mi£&&mtetet£^Z£&mm$tir^2> (Tsung?>, J Virol 70,165-171, 1996 
) 0 ^££X, CCDPLWUVMSbfey^^-T^-f (PLWUV-VacT7) £/B^X^ 
;i/^©f|«3S*K*fco*^«U!H««E««±>15»7^ h/Vi/:7*5##&«£nfc UV 
Stratakinker 2400 (£*n ^§-^ 400676 (100V), X h ^->*t, La Jolla, 
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ca, usa) zft^tzo zo&m, mmmzmutzF&mm!&ti>*>'Fm&<D&m&m. 

m £ tUt & © © > d ©PLWUV- VacT7 7? ffHf ^ b fz ft! ft © 1 y sate & ; 1 — *BW&^i& 
% b T & araC©'#£Tt: 7 ^ > - T #5g ?\ ^Jl^—mM&fr £» ©F 

$n^^fc©CMU 10 3 ©jfflBa*e>*«>>f;^lHliR* s Rri6i:Si:.D^ V'CJVfi.G). 

nm&<6to*ifiiz-$ tilt*, z&ism&m^-z, fx^sev^^ji^conm 

■ ' ■ ■ 1 

$$k&ti&t<fyjto 

<F^SeV^;i/*©Mt^&Z>*i§4g;> '"■ 

F^JSnP-t&lc: enhanced green fluorescent protein(EGFP) SHe^^ l^— — 
ilbt 6n;i/-;W36eoTf Xbfc±I2 pSeV18VAF-GFP £TIB©<fc "5 iZ bt 
LLC-MK2JTOC h v >X7x^ya > bXGFP©#6SI£till bfco d ©B#RNPJ£J5&(;: 

3-s>©«W;i/;*E&3&ae^NP. P. L©^M^cfcS^#^ 

t&a^bfco 

LLC-MK2 $SJ3§£5xl0 6 cells/dish 75 100mm ^ r UMlC^t. 2mmi&m&, V 

(365nm) T : 20#HW!H.3U T7RNA*'J ^ 5—- If Sr^-T 
§ij3>tt>h'7^^-7'7'f;i/7 (Fuerst, T.R. etal., Proc. Natl. Acad. 
Sci. USA 83, 8122-8126 (1986)) £^S7? 1 B$mj&3fe3iir& (moi=2) (moi=2~3 
v &mztemoi=2&m^ *>tl2>)o mi&t:3®&L&{,Xfrt>y"7XK K pSeV18V 
AF-GFP, pGEM/NP, pGEM/P, St>*pGEM/L(Kato, A. et al., Genes cells 1, 
569-579 (1996)) £ ^*L^ftl2/zg, 2/zg, %.V4vg /dish ©*J±7; 

0ptiMEM(GIBC0)C5S^ b. SuperFect transfection reagent(l/zg DNA/5>al © 
SuperFect, QIAGEN)£AftT?gl§r U MiS7510 ^ll!t^ «^6*JiC3%FBS$:^ 
tfOptiMEM 3ml£AtU TOJC^&Q bt^bfeo pSeV187AF-GFP ©fto 9 
f,i: LTS^MSeV^V AcDNA (pSeV(+)) (Kato, A. et al., Genes cells 1, 
569-579 (1996)) ^©H^^to feo 3^P^#^ *fflJ8@£. H&?ii£ 
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i i. 

1 • 

i . ' 

£$fcl^MEM T*2|5]i$fc#U is,bi<y/3-1h77'*:j 7 J is K40//g/ml (AraC 
, Sigma), h U^>>7.5/zg/ml (GIBCO) &£itMEM"t?70BSHliS#bfco Ctl^ 
SBflSfclHliKU r£0ptiMEM £!B»bfc (10 7 cells/ ml )<> WfiMM* 3 

0^ 5 It lipofection reagent DOSPER (Boehringer mannheim) iiig-^- b ( 
10 6 cells/25>al DOSPER) mST*15#Sfc« bfe&J F8S31LLC-MK2/F7 jR|fi»tZ 
>^!7jc^>3> (10 6 cells /well 12-well-plate) I, lfiliS£^i:fc^MEM (40 
/zg/ml AraC, 7.5//g/ml h V °7 ^flS* bfco 

^>r;wX*^©3o©fltJSgS^ 'HP, P. L^-r^Tliaofeii^C© 
^GFPcD^m* 5 ^^ £ ft. ^atfi^ & »31f £ X* •> -f •**BMP* S JBJS bf# 3 3 
.£#¥»JHJ§bfc (l26)o 

±IB©<fc 5 (C LTF^V AcDNAT-W^^nfe^W^RNP^v FSgS!^;i/ 

£fr£S§^£o «fj£bfc«taK:#tgfl«JMIP^fi£$tL*lfefl ; (pSeV18VAF-GFP, 
pGEM/NP, pGEM/P, &t>*pGEM/L£|5|B#£ h7 >77i^ r/f &^#) £JfcJ5E£ft 
fcv^fr (pSeV18 + /AF-GFP, pGEM/NP©2S©r^^ ^ K©^£ >J*:7 ^£ h 

? ij^v— Aiim^-bF^^flSh^^flat^n-eny^i^^s vuc 

n^^WCiott^GFP^^^je^^T^^^^fe^ff^^^bfeo^© 
|^tC©^GFP^iaBBS©j£#t)^S^nfc (BI7)o 77-^7yt-f 
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-t-i3u k ur^>#ffiT^©^C7^>i/^^<i^nfc,(0 8)oF^^*fflfla©±?» 

#4 UfrT^pZ^ {i0.5xl0 7 ~lxl0 7 CID/ml©©H{C2feofeo 
[H5£^I4]! F^MGFPSgm^-Ol^OPtff 

^a±?f ^©^^^^^lEliRLs total RNA£lffiffib^ F£HN&:7*n— 7CLt 

£L&iv;L£#HJ^^fc^£(lIl 0 )„£ £ £RT-PCR£ £ 0 GFPcDStfc^fcfccDNA 
©a^cD^i:l5l^©FCD^^lc#^Et- 53 £ (Ell IK $fe> ^©31^© 

V4 )\yX<0?hM\Z&mmzE.fo-?%&uu>( K^IgG(antiF,antiHN)£ 
FgSS^3©t:U^>t3^J¥^(-^t^3i^^^TV^^«I^* s t)^ofeo UT(c|$ 
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<Total RNAOJEB i±J, J —If >7ps>> £ <fc OTT-PCR> 

F«3SijfflJiaLLC-MK2/F7t:^^;i/^^LT3 Ba©^«±»^^aiAamp Viral 
RNAmini kit(QIAGEN)£ffli,\ Z(D7u h=i-r;i/b^V^otaI ENACDlfttfJ^frofc 
o'WKUfctotal RNA (5/zg ) i*;UA7*fk h*£^tf 1 %&&7iiu — *y 
;Wc:T**ifr#$tb-C>^£>; 7l*a- l±7u yf-i- >^^B (Amersham Pharmacia 
4±)£ffl^Hybond-N+^ >77>C b ^ 7 b&offt&Lrfc* >i£0.05M 
GDNaOHT'HJtU 2fg?#S*bfcSSCtoffift (Nacalai tesque) tttl^ /W 
f U ^-f -t£ — a (Boehringrer Mannheim) T30#f^ ri^A'f ^ U ^-f -If 

—>3 >£*ro£o s;j*3/y=> (DIG) -cJUTPCT^^ 1 ;^^) £J8^fc^> 
^7*7^ ADNAH1&3KDIG DNA Labeling Kit, Boehringer mannheinOfcJ: t) 

fiEbfcFfcs^teHNjte^T'n-- r£«j&rib-ci6i$is;w rijy-fxm. 

* * • 

(anti-digoxigenin-AP)hSJ&£-y\ DIG ditection kit£ffllAT/g#r bfco 

0 )o ' 

£.££RT-PCRJ;:ck *)mMteMVt*ft^tzo RT-PCRttttSbfc^-f ;i/*fcNAS 
SUPERSCRIPTS Preamplification System(Gibco BRL)&fflV^ ^07D >u-^ 
tC^first strand cDNA S^-fifcU LA PCR kit (TAKARA ver2.1)£ffl^T&© 
•ta^tPCR^ffofe, 94°C/3#&JfogL 94 o C/45#,55°C/45#,72 o C/90 
^;l/i:bT30•tf^^;^^ii^iUT72 o C-el0^B^^ 2%7#n— * 

£ FXgiffimzmx \^tzEGY?(Dmm^m^fzy^^ — ^forward 1 :5'- 
atcagagacctgcgacaatgc (IE#J#-!j : 8 ) , reverse 1 : 5 5 -aagtcgtgctgcttcatgtgg 
■OEai*-*: 9)n F^SP(fi[t3#AbfeEGFPi:HNae^<0«mt:ffl^fc^>f 
T— (iforward2 :5' -acaaccactacctgagcacccagtc (IS^JH-l- : 10) , reverse 2 
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: 5' -gcctaacacatc'cagagatcg (iB5U« : 1 1 )> £ h \Z> MI^iiHNjifi? 
i:CDF^(iforward3: 5' -acattcatgagtcagctcgc (I2#J^-^ : 1 2) £reverse2T 
^>fv- 1 1.) T-frofco ^©i^; GFP©3t£^i£cDNA©}g^<Dfig 

{3 Lfe^T. lX10 9 HAU/mHz^ i5 <fco(3lO^^LfePBS(C^M b^ ^©>— 

>£^t?PBSf;: 15#H®^#W1^ 0.1%BSA£^trPBS^T*30#iiu^3g£ b 
v ^^{Z|^^MT*200^#f^LfclaF^y^D±-;U|Jt^ (f236X £ fc tttnHN* >> 
^D-±;i/ifCft: (Miura, N. et al., Exp. Cell Res. (1982) 141: 409-420) £ 
ffiT\sX&&#m^GQfrmfcIfo£1ttcio v h£PBS-ei$fc?*UT. 200{£ 

b &&=i n >f v ^ * IgGirCifc&iigT It 1^ b < «SttJB-C60^IBIS 

j^^-frfco sswt^y * h &pbs. «s&@*©jrr?$fcitbgfi-esf£gu trv v 
h<D±iz4%(Dm&V7 2*mmx-2ftmm&L&m$'&tz±. jem-i2ooexii m 

tZ^VimteMPffiMtX^J ^tWdaSft^b'TV^fc (El 4)o 

[HJ£^I5] F^MSeV^*-C<fc3in vitroT©£«&8Hfl3^©7S2&* 

h^igjss»jg«H'sa©«j«;J$st«ieiia^©«A> 
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o S3EJE18HSD^y K. (SPF/VAF Crj: CD, J£, 332g,~9 51 Charles Elver) 

f^SSifc (5%£^jfo»fc5%^Mitfft. 10%DMS0£^t?) DMEMC^U ^7^^tt 
akSJfcfclbfc^W >SS*ft <l:5D,^^y-f >0.2mg N ^->Sta.mT)lzr * >0.2mg 
„ £OV!3--*5mg, DNaseO.lmg/ml) £an;L, 32-C'U 5 #@£&#jgi#bT 15^ 

m % k e> tfe -s s-e tr^- * v t> ^ b^o32 o c(^Ti2oorpm 

5^fR]?i|jbb£:^$BJl&£:B27 supplement^] b&neural basal medium (GibcoBRL, 
Burlington, Ontario, Canada) £ b% # U-d- U V >(Becton Dickinson 
Labware, Bedford, MA, U.S.A. ) f3-r^ > V £ tl tz 7 b — h _fc £ 
lxlO^ells/dish^^. 37°C N 5 %C0 2 T?Jg££fTofc 0 . 
*©*Kj£»IDtt^^liifflJIS 5xl07well£5 BBJgfcSUF^SfcSiSeV^* 
(moi=5). ^f,lC3BS^#bfeo 1% ^7*^7A/ft r\ 5 
% -V^Skm, 0.5% Triton-X£^tf@^T-5#P^M^T-@^U BlockAce(« 
^a^XCTMS 2 B#fS:7n y *>^LT500^tC#^£ftfc-^Jn;^' * > 
micro tubule-associated protein 2 (MAP-2) (Boerhinger) IgGi: UST: 1 B#|M1 
J >*o.^->> 3 > bfeo PBS(-)T* 1 5 fi-miZ 3 0^^, 5%-\^I&LrS/PBST-100 
^#^^tlfccys3-^^:x'^^IgGi:MST* l«?IB-f >^^->3>lfe 0 * 
£{3PBS(-)-£ 1 5£-©-£ 3 Hli5fe^^:^ ^fflflgC Vectashield mounting medium 
(Vector Laboratories, Burlingame, U.S.A. )£inx. N 2£^.£v§Sfl&ii (Nippon 
Bio-Rad MRC 1024, Japan) T? 470-500-nm $ tz it 510-550-nm ©excitation 
band-pass filter &<t\ftz Nikon Diaphot 300 ® &mnmT~MP-2® £ 

G¥?<DmMz&%>2nm&<Dmytm%*ft^tz 0 *<omm. map2 mmbmrnrnz 
\tG¥?&mzioo%mx£tL+zz t&mzirtte-otz m 1 5 ) G 
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7rAX) tt;*B*MSiP£!BIA:U SFM CS-CJgJlMr * h (-fe;!/^*^ AX) T* 
37"C, 5% C0iT*^«bfc o ..... 

IE* fc M^MMS (0 1 5, Muscle), lES fc hJ^fflflS (01 5, Liver), IE 
ft hJffi%i&fflJfo^ftj£lfflfl£ (015, Lung)^© t MES^fflflSlCF^SSeV^^^ 
-^ut (m.G.i=5), GFP^m$:m^tfeo ! V^ftCDfflllfiK^Tfc !5l£100 

%®mx®&X'&ti&G?mte¥mm&hTvxzztiifimm$'titz (mi 5) Q 

£ 5 IZ , 7T «7 * «3f^#tt*fflflS £ U > * S> ^ - * — T* AM. bt\ F^MSeV^ ^ 
9 ^Z.mSk&fr-lfco *"T, C57BL vC7^ (6il^M) (Zl50mg/kg K 
&££oK:5-fluorouracil (5-FU,Wako Pure Chemical Industries) £J^J^I*I?£ 
M(IP injection) 2 B^>*M#£ S#fMB&£[I]i&bfco Lympholyte-M 

(Cedarlme)&fflV>fcffiK^Kait»k«fcr)T-^ittlJ^*^«Lfeo 3xl0 6 , CD fii 
flgtCfcfU, tr^^>asSg^tLfeJfCCD45R (B220), $rCLy6G (Gr-1), irCLy-76 (TEfi- 
119), #fCl (Thyl.2), JJiMac-l^^^-frfc^ r' 1/7 h 7ti?>I^K-X (77 
-^i>*t, r^H^St) CD^bfc*©^.3xl0 7 ^iJPx4°C{Ct lRHHKliS 
BECJ: !), Lin'©«£|^;fc#®£(I]JKbfc (Lin'^BS) (Erlich, S. 
et al., Blood 1999. 93 (1), 80-86) o Lin ^BJ!S4xl0 5 SBSS(C^L, 2xl0 7 HAU/ml 
CDSeV £2jn;U ffljft^^y hSCF (lOOng/ml, BEL), ML-6 

(100U/ml)^inxfco $ £ 8x10 s CD r - * ;b # H iffl US C *f 1/ T F ^«SeV 
4xl0 7 HAU/mK lxl0 6 cD^J^{C^f b5xl0 7 HAU/ml©GFP-SeV$:inx.feo GFP-SeV 
ti, SeVlS^^. - y h pUC 1 8/T7HVJEz . DNA( + 18 ) ( Genes Cel 1 s , 1 996 , 1 : 569-579 ) (Dffl 

£g^§^(Ri)£i^(R2)s^ 

£!3if lAbtmfe, gfc#l©;£?£(Genes Cells, 1996, 1:569-579)13 
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Tz'&, mm^^ti^ti^miz^n, — o(cli7^DJiUXU>.(phycoerythrin 
) (PE) 1#J&in;-CD117 (c-kit. Pharmingen)£ .l B#FigS/fo£i*\ %5 -iMi*^?*, 
ibf; 0 3Ie]PBS{Ct^,bfc^ 7D-; fr-f h J* (EPICS Elite ESP ; Coulter, 
Miami, YL)iZ &2>mtir*fT-otz 0 

Z<D&m. Jfll^©primitive^JIScDv— £ — T-&£^c-kitifi{k"t-^> 'J 
bfc#fl^{- i feF^SSeV^^^-(i^U GFPite^^lS^^ixfe ( 

LLC-MK2^»j&QU 3 B^t-GFP^^fflflS^^cDWMlCi Dff ofeo dft 

^ y h(F334/Du Crj, 6 5I^> jit, Charles River) 13 ^M^tK (^MMM) 
-C-10^#^bfe(5mg/ml)^>^-;i/^-by^A^ h) *KJfiEI*l 

t)*»bx 'bnvamm&tiim&mm' (david K0PF*t) ^m^xt^ 

©S4^ff-pfco t£#gB£lteinteraural line<k 0 ^lx ^ ^ (bregma) ^5.2mm. 
^A^«t Dfi^^.Omu JH&iS-J: D2.4jni ©{ftflt£ 30G ©^^tf(Hamiltontt) 
-t-20^1 (10 8 CIU) &ALfco "T5i:J!BIMCD±3ScaHJ!aK:GFP<OS5V^^*s««$^ 
fc(!21 7 )«, £££, F^SSeV^*— ^&&m&tiL<DMm<D'!7j frX &mfflL 

loz ±&mm * £ &#e*ffljsa c u a» gfp* > / 1 * if ©#g3E#mf§i * ti -r . Z ft 
> j$s i£v«, j&hl is mmvmm^cD^rniz&^Tbm&mMt&wi 
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<1> ■■ 

©HA assay<©$g^£5*l>fc' (0 1, 8A) 0 Cft £©Jg#±m£^ft^iX#gW£§#£ 
gtL; 2eig*&©»IP<Z)ifc^*©HA assay© *£lfl£^; Ltzim 1 8B) C 
±g&© rc'j {±M^ilUTffl^fePBS^at)-ro Dilution «£-<f 
;w*^©#k^i&3tfc>-r o £££v «1taiB'ieHABHt^$)ofcatjR?ft(lane 11 
*5j:t>" lane 12) ^^WlftWKlff^abT^ZB^ClR^CHAassay&f^ofe. 
(EI 1 ,9C)o d©*§m> F^SeV-X^^^bfeF^^SBJ^^fcJi^WWP 

■('■••' 

<2> 

MSeV^^QIAamp viral RNA mini kit(QIAGEN)(3 <fc iDP^Ufetotal RNA£F5Sfc 
^^HNtI^^T'D— UTA^T^— -tf>Vny5^ yP^ift-otzo •?■©££ 

£frofc(Ell 0)o CICDHARi^T^^^V^fCiiF^S^yA^oT^S 

U * > © x. > ^ n — 33 n h* tiltt U feHNS 6 £ Bttf £ tnrffc"? U 
*s N ^ziD-r K»»bfcFSS*K»t-S$t«:'rttSliBb«5iPofc(ia2 0) o 3 
©3^ttF-less©tU^>©#^^UFMa*s«:<-r^HN^6#3a-e'>^;^ 

Z\£.\±t"e£.W&2tli5t) (Leyer, S.et al., J Gen.Virol 79, 683-687 (1998) 
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<3> • 
V— A(DOSPER,Boehringer mannheim)hS-n Ut; ^gL"ei5#fl!K >3r^- ^— i/' 

FHN^^SSeV^y AcDNA (pSeV18 + /AFHN) ©flt&ttS ^pUC18/KS£EcoRIT-Tg 
ftLTpUClS/EcofcJg^UFStfe^©!!^ K>fr£HN3S^©i&±:3 K 
©B8©<£IEai&(4866-8419) BsiwI9tf£(cgtacg)^gig Ulg^ Lfc„ 

FHH&»»{ft©EaiSS'— ^V^fiSUfc^ EcoRI^^^XVb (4057bp) £ 
^;i/^e>lHliRbTpUC18/KS©EcoRl7-7^^> b i:S^^^.T^bfeo C©FHN 
^»1StS«:^tfKpnI/Sphl7 7^^ > h (14673bp)£4*;i/HUK IT pSeV18 + © 
Kpril/SphI 7 ^ > h tm^mX, K pSeV18VAFHN ^f^n^o 

6FP**ALfcFHN^aSeV.cDNA©«SSi±^©«fc-5«-fft>fco pSeV18 + /A 



WO 00/70055 PCT/JPOO/03194 

-44- 

FHN ip.^Sall/Xhoi^ ^ ^> h (7842bp)£[E]iK bTpGEMllZ(Promega)tc: ^ n - 
— >?Ls7"?X ^ KpGEMllZ/SXdFHNh LfcoFHN^g|5{fi:{c:d2EGFP (Clontech) © 
ATG-TAA (846 bp) ©MJastCBsiwIgUii^^n bfcPCRg^£BsiwIi£iiT'?£Hb IT 
, pGEMUZ/SXdFHNO)FHN^aM©BsiwI^ f# ^ftfc:^ * Ktt 

P SeV187AFHN-d2GFP tLfco 

^UUNGDORF^'Bi??^^ > h^pCALNdlw (Arai £>,iiuI3)CD^-— — ^£eSwaI SB 
4u{C$iAb,, 7*7^ ^ KpCALNdLw/HNh L/fco 1 ■• , • ■ 

LLC-MK2 m pCALNdLw/F £ pCALNdLw/HN £ m * £ & M & &SJ£"£*g^ b> 
mammalian transfection kit (Stratagene) &/iH^<£>Tn h zi— ;Wc££oT5ii 
■e^A^^ofco G418T-3 51^M^U^^Dn->ybfco f#£ft£:Jg&M 
<t£^ n — Vii^-n^ixCre DNA 1/3 > \f.±— ZZ&WkZ.T^S f? << )1<X 
(Ade/Cre) (5fF*fcV«nE) T?*3feb "<ioi=10)> Fi:HN^SM©g|#^m 3 B^ffl 
fl&£PBS(-)T- 3|ll$$fc$#bTlHjJKU -)x^^>Vd y^>r >^&£ffll^-riaSeVF 
£#CSeV HNMe^CD^^^I :, -7 v ;HgGlCj;t)^aib^:(ia2 2 ) c 
<pGEM/FHN©$t^> 

pCALNdL¥/F^pCALNdLw/HNfe*»t:fflV>fcFi:HN7 7 > h £^ix^;fr,pGEM4Z 
. pGEM3Z (Promegatt) * D > ^ U pGEM4Z/F £pGEM3Z/HN£*#fc o pGEM3Z/HN 

§Il]lRb^pGEM4Z/F©F^i{K^T^^DSacI3---^1t'r ht*«I»fb¥^b UfcSBte 

Riil^li|C#B^"C£S££:£fllSbfco 
<FHN^ffl •> -f ^ * <DW8&k> 
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I. 

miR.fr* 4fr*(DHm& (Pp) fcfc-il ^ tlfr o fco -ol± F ^ )V (D& 

mm t pdubcrnp h.7>77x^> 3 >mzm^tz 0 • * a -o&ttt-fhns a * & 

l4FHN^SifflJia-eli«*fT^fco FHN^»GFPfgS!SeV cDNA (pSeV187 AFHN-d2GFP 
) , pGEM/NP, pGEM/P, pGEM/L, pGEM/FHN&^ft'etU 12 ££g/ 10cm dish, 4>ug/10cm 
dish, 2>ag/10cm dish, 4Ag/10cm dish, ,4,ug/10cm dish©Mlt^^^U 

3ml/10cmdishK |uMUfcF^«SeY©|f«^^P«^iS-CLLC-MK2«Hlia^' 
.Sfemifc. S^#A3^^%4AraC(40//g/ml, SIGMA), h U :7>>> 
(7.5>ug/ml,GIBCO)AD©MEMl;:£glU £ iiZ 3 BfSi£#bfco jUk^^ 2 

HQ LfcWi'&ltWP&Mmfa&fcifi t) ifitismZti* pGEM/FHN©^2in#fc^:lil^i±GFP 
%mZi/>i7*fflB£~ZLfrWim£tlteir^tz (12 3)c FHNge?5ai3SB#k:*ini 
irzzii^tJ frx<D\zv*>1fiJ&&istiiz , ^.£ l &ft\siio —15, mv^ 

*i7i/a>(DM&miKm£mmz?i<Dmf&mfflj&'vvj jizomtiuzi&yjvtz 

(12 41), 

)izm*mm\smm&-t:%tcz£%mmLtz (@2 4T)o 
miKmGw&fttt?zcdMiPbnmm$titc'!7 4 jixmziLc-mz, llc- 

MK2/F, LLC-MK2/HN, LLC-MK2/FHNtZ^bT h U 7*^>©^iQCDW^T*l^^bfc 
o ^#3 B^CGFPSSfiaifflflSOlS^tJ^ffllBbfcilCl^x LLC-MK2/FHN-e©^ 

#w^Jie$ ix s - ^ jwjiks tifti m 2 5 ) 0 
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±?S£p'kbfcW,QIAamp Viral RN A mini kit (QIAGEN)-£^<D:7a h3— 
tj^oTRNAJfttiiSr^ofeo C1.£)RNA£: Superscript Preampl if i cation System for 
f irst Strand Synthesis ,(GIBC0 BRL)t £ SRT-PCR©^ >:Tb — 
TAKARA Z-Taq(kilB) ^M^TPCRSfTo fc 0 , ^^liF^a^'f ^^^rffl^fc 

I • » 1 

<Dmfr&hv*m^Tfi^fc(Hm&^£wmte?<Dmfr&t)-&, (m-gfp) ic-?^ 

Tfi forward: 5' -atcagagacctgcgacaatgc / IS ^J#^ : 1 3, reverse: 5'- 
aagtcgtgctgcttcatgtgg/IE^JS-^ : 1 4 ; W&te^-hLMfc^ (M- 
L) \Z ov^TJi forward: 5' -gaaaaacttagggataaagtccc/IE^JS-^: 1 5, reverse: 
5' -gttatctccgggatggtgc/15?ij:g^ : 16 )o M£GFPjte^£: 7? <f 

*s^£jti$nfco M£L3H5^£:r^ FHN^3»{±GFP£:^A,£ 
flfftO^X©^> K^tt5^tL.F^acD^(iHNite^^^^-y-'TXT-S< 

(02 6 )p; 

-^l FHN^a^^;i/X^F^rt)5aizF^ai:lRl«lZ^bT> MUT 4 HI 
*g#±*S£[IIl&U LLC-MK2, LLC-MK2/F, LLC-MKZ/FHN^C^^^^Tofeo 

V^-rtL©^$iBS^i3V^T^GFP^TO^^$n-rs itl^©«§A 

il^-r-Ct-^^ti (Kato, A. et al., Genes cells 1, 569-579 (1996)). JffiH 

Z\ t&m£$tLfr (Spiegel e>J. Virol 72, 5296-5302, 1998) 0 FHN^ifi 

JftiU^frVN, BuxEbfc^^h|5l^^RT-PCRT-«?*f bfco ^©^^ 027^1 
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• ♦ 

^ << ;p ^ e y -x > cd 41^ ti b i: s £ s o 

£ FH6 $83g8BflS#-£ ittffi 2 ftfc t: V a- ^ * * y 2 V # V — 2± (50 
/zlCDD0SPER/500/zl/well) fccD^©.W»T*EHN^^J!S^fcti^^mLC-M^jai 
UStcSJBbfco f&&b£F-lesstt^©»^4:RltlU DOSPERhigl^- bT 

mmznm t tiGFPig3aam!a©i£ t> £ ft**. HN-iess© tut> 

't 

•r^mmm^mmmm,^ ^r^mmmzmmi,xmm\^ spiegeif,©^^^ 
m-m&mm, ^itm-mz^mmzmmT^^m^z: ii^t-ts. 

tit* t) , c©x._>^n -zr*<b¥mzmmmt£ &z jt. t> ms©«ej!S*Atfe4#, 

in b , * &3H5^2!l Ai£fi-£>5te^f£© J- -5 3fc * © T?«|jB t #X b T (RNP h 5 
>^7x^^3>, Sfctt RNM >^£i/3>), ^©*I^^x.RNA^V^*s^ 

xmrnx swmzwhmm. £ & »s e b«» £ 3 1 # Rrt£T?£ s . 

2. wuDmfafi K^-r >ssu awa^K^-f >*fti<z>\''t7#—*<&m&Dizm 

3. FHNh^^a-r^SeV^^^^CDS^lC^bfe^h^^^ GFP*i£^CDfS:fo 
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viz? —v. y> 4 >^mta^y^u-y^r * ?m a (DMB^^fm^m^&.iz 
4. t>A)^<DX->fj a. w?,?,itm& : s L xfflMiz:m8f 

(Leyer£,J Gen.Virol 79,683-687, 1998) Ifc' Y^XOfiJfill^^ ^^St 0s 

Nr.:.: ■ 

>^Fp£-e*>i— Mhbfc^* — 1^3 (Spiegel £ J. Virol 72, 
5296-5302, 1998) 0 FI fiK# h l> ^2/ >^fc?^£ftfc&ASG-,R£#- LTlff 

M^Bfig{3#^^{z^-^ y^-f (Bitzer£ 
J. Virol. 71, 5481-5486, 1997) c lu©^©^!*— ?§^^^B^T-$> t> . 
^C^^-0^®iR^®ll^fei>o^feSpiegel^(i-fe>^ FlSti'a 
— rftbfcu h o«i7-r;ux^^^— £fS^bTi^ft^ lx bo ^< 
#MB§ iz b £ & & if © @* © im £ *S x. T ^ 3 0 H] 
JR £ ft tz , FHNit^SeV t7 << )V X V ) A & W % v FS 6 © ^x. > ^ n - yw & £ & 

-Dt't jix&^mz, mmfr^izm&tz<®m®t£fflfaMT'&ww.m^mtemk @ 

&£:A,£©l6-e> T7rD^-^-T^(3cDNA, NP,P,UH5^£#A b£ 7. 
^ K£$fflfl£l*Jf;:3iAU T7#IM^— t?£/B^TcDM N #3t£^£|g3i£ 3 3 
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Wmmv Z is -TV 4 mZ?^X<Dnmz®)^& < T7* V* 9 — 

3U2:LT 'J 7T>tf^> : £ffl^T^3A^ flD^'©^ (Kato, A. et al., Genes 
cells 1, 569-579 (1996)) "C*^ U 7 t > tfS/><Z>tefr£, AraC£M*f UX^^ 
^Cliifc.fc'K >7^> — 7^-f ;i/*'©ti^£:K'J^£fflx., 

&ixio 5 «*£?m^^ ^ ^ 

ie^ mm$titci*>^?n&^>x^&ffi&£'& l Os ^©&> *u -etc 

3CD^m^TOMT-T7rD^-^-CJ: t>i|£^£ft)feRNA£** y If >^ l>t$ 
7 «W >fePsoralen-Long-Wave-UVS-C*^S-r S CI £ £ £ *7 * ^7 ;i/ 

V 9 L- > ^S&^^mtC iSDNA^ n * 'J > * > Viz £ t) , DNA£>tV M IZ& 
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et al., J, Virol .70, 165-171 (1996)) 0 

s tL*£M *s$itzm&mft <i )\sx<Dm&, nmmz £ v -n^-x & << ?^ &x 

n&KmLx^zfflm&t£Z&m^&&*mte^w>&&&b oz* &t^, 

<< frxstzittemtJ )w&m£Mf7 4 )]/XKi£'<xmmizmMifiMi^tr--xis 

' , ■ 1 

;ix)o z\(Dm±, ^'&mzzx&zomm*-( KxcDmmmz^tev— jvttz. 

i> - t- £ >T (D^^tO^^m U fc o 

— SlHTpGEM-lucir^^ ^ >\-fe>*W £>f ^ AK«fc £T7# U p< 5 — 
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I- 

;i/*NP, P, LS&^^-r^pGEM/NP, pGEM/P, pGEM/L^^ $ K fcfflfif^ffllBt: 

7 ©ia^ y ^ 7 - ^> 7 1 7 - fiii ^ ^-e ^ 5 o , 

^isnfeo bfrU T7^UX^— gffittfciu v^uvlfi^,. 0.3; l // 
g/iljgli&fti£J&-fr1\ lO^g/mlT-fci: g*!:I'>lt^fce (EI2 8) 

o 

V7 b >IE^0.3//g/ilC@f l> Mi-Mfl^^^fco f Jf 
T-£D^^ttT7^U^7-^Mi4^©^W«B?>nJ&^ofco d<Z>£^> 0.3^ 

b b & # £ . * <* * ~ # 1 000#GD 1 \z f- T* WP b *7 2 */ - 7 >f ■ A> ^ t* & #L 
■Slfr©^W^-t3tftJfbT«oi=2 (MS^©^#^^^--r-moi=0.002) X-^b 
fc i: £ ©24l5IH&©CPEfcJ:s *ffl3l© * -f £moi=2XlSffc£-t!-£: £: # ©^ft h 
WDhtzft-itz. (EI3 0) o 

itzo 6well© v>T 7 0 71/ - h(zLLC-MK2$ffl|g&3xl0 5 aflS/well-r^^. 

bfc&> PLWUV4Mffi©> W * -^T*6xl0 5 pfu/100/zl & «fc -5 t 7 * > 

-T»>-f^&#3R-u PBs«t^a©iBiBtc«ifi!**fc. mraotfSfegu 100 

^lGDOPTI-MEMtzr^* 5; h\ pGEM-NP, P, U ^- bTcDNA£^ft^ni , 0.5, 1 
, 4/zg&inx.fc%CDtl, Superfect (QIAGEN) ^fit'15MSU 
lmlCDOPTI-MEM (GIBC0) (Rif. AraC£^t?) £ < ^IflStCfiJl bfco 

h^>^7oi^i>3>^2. 3> 4 BBCiffflII&&IsJJKU SlfrgU 300/zl/well 
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/il^^3lt^l0B&©^WmiP{C=&#^4^1t i o^fibfe (1x10 s , lxl0 4 ,lxlO 3 « 
j£u 10 4 t-«4-^; 10 3 T-&Wj5£iSt;LT. .nm&G>1b* (Reconstitute Score) 
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•>-OP*©*-f * — £$J^fc£:c:3> F7>77i^^3 >«FH*ifc^^ $ — 
■V>7 4 )IX &PLWUVT- ^FtS{b -T 5 d £ £ <£ & , T7tf U ^ ii 

-T*<f ^^©cpei^ K«asa?T-*jas©^ loowg©* * ^ 

1 

(12 3 1 ) 0 h ^ >x? i/ b >mzm^tzv z is-rv j >ixcD * j 

- 't 

* — f±s 5pfu/10 s cellsJUUlT-fcifcfrofco ^nTi^^ .^-/' 

<i> vsv-g mte?mw%mmftmt z^w-fflifooftM 
w-G'&&?mm±mmmm&*m\sT^*iziib, ere yn>^— i?c<tt? 

VSV-G«ert©^»#IBS$ns<fc--5t9;tf-$nfer7^^ KpCALNdLG(Arai T. 
e> J.Virology 72 (1998) plll5-1121) £J8<,\ LLC-MK2 fflje;T?©'£j£S*X*fe© 

'^m^ffofco llc-mk2 i^fla^©^*^^ K©a»;u;i\ y>K'*;^>»>A^'( 

CalPhosTMMammalianTransfectionKit, £d — >.^y *#§g) M^^— 

lOcmru-h^fflW 60%33>7;i/3i> Ife LLC-MK2 *fflfi§tzl0 

g©777 ^ F pCALNdLG 10 ml © MEM-FCS10% igifefCT, 37°C© 5 % 

co 2 >^tjl^— tp-e2mmmm\sfco 2mm&izfflm*m&Ls 10 mi© 

^ttl:l^> 10 cm 5%t*m^ SiUtk 2 ml 2*fc> 0.5 ml 2 *Sci3 

81 £ N G418(GIBC0-BRL*tM) 1200 /zg/ml£^tfl0 ml CD MEM-FCS102^ifeT? 
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^£fflV\T 2 8&£lH]]RLfco ^S-^d — >l±10 cm Vl/— hfn > M3 

AxCANCre^k'^> In VSV-G *o-^;v#ti*£fflV^ VSV-G CD$ggi£J^T 

n — >(i .6' cm ->^ — btZT> n>7;i/3i> h £T-£W£-£fc^N T^r J 
AxCANCre £f?3£ (±IB) K £ ^ M0I=10T-^gt#, 3 BF^igii 

Ufeo i£#fflJ§§kMg|l±?f &fH*>m^tc% PBS,Hffi?&T-ft#U 0.05% hU7i/ 

0.02% EDn{x.^u>^T^ >4mm)^tsnsmmm 0.5 mi^aa*.. 37 
pbs^m^^^ 1,500 x g-c- 5 ^f^c* u $fflss^^sf)fco mztifcfflmz. 

£ t>£2ml'?BSMWmzmmTimW:, 1,500 x gT-5#F^^#&tT3££f;i <fct) 

mfflmz-2o e c~e&&-rz z t^m^, cram u-t&ffl-r 3 ^ h # 
t-^^o '^fc«f±ioo © mmmmm. (tiu j*v7t—, 

^WW A'^US.) tcj;!)$g8?U (ll>->MSfcD lxl0 5 ^ffl|g 

f)\snn,tikW}mV>7'J\'^v7T— C6mM MJ*-tt» (pH6.8), 2% SDS; 
10% ^'J-bDHK 5% 2 - Ji^y— vzf&m' 

u 9 5 °c 5 ^Diit^iffl^cft ufco i^SDS-#'j7^ u;i> 
7^ 10/20, si—fb^itsa) *jsv\ iiiaiaDMi 

> ^I^nfcSeS^t 5. p7-f 7d?i h 15 (Immobilon-P 

TransferMembranes, MilliporettSD fcfe^bfco lE^H:* 10 0% - 
2 OfA MZ-mMmLfcm^m*&mis, lmA/cm^iSO^ftl? 

lBSIfflfTOfco 
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lMI^tfc^ PBSiffitT-g^lfco, 

Sfe¥18l*<fctFl i 0%rnry^>^Jg«[*#tfPBSjS««['T!l/l 0 0 OiZ 
#IRUfcin; VSV-G (?U-> P4D4, i/P^OM). 5 m 1 £ t--;WN* y ^ ( 

ie?I5 2g4 0 ml 0PBS-O.l%Tween2OC5^f|giU &c 

»!6?KiJ:tFl 0%rny4r>^JSffl[S^tfPBSI8»«T?l/2 5 0 01: 
L ^-ftgl^tifcJiv^X I gGfift (anti- . 

mouseimmunoglobulin, Amersham ttSSO 5 m l £: tT— — ;w**y PlZXtls is — J\/ 

'i 

' JSMgL ig?^2gPBS-0. l%Tween2 0fc5^IH«»U 
Ife^ PBS«f»t5^SIga[L; mfe. 

^^6^ (ECL Western blotting detection reagents, Amersham $£§§0 td«kt) 
x taVSV-Gifitt i: 3£X© j| e»ti5 R*s'^R±«D« o . IS* * H 3 

3 £73*1-0 3 £ n — >T% AxCANCre J83M$AftZ& VSV-G ©JBSS^tftm^tL^ VSV-G 

V-mffi&ft^tz (i3 4)o ?©fe^ LLCG-L1T-Ji, VSV-G SUk^ 8tHiB3g|B# 
«r«fl9t:lft<*:4:©S^tt*s*tB$ii; VSV-G * w^K#i|fflJE*®C«^£ ti2> 

<2> ^;Wt-|BflS£ffi^fcF i£?mb^A^t5i'a-^'f7 

f ae^^ufcy^A^-ra-fe^^^^;!/^* vsv-Gae^m«fflflg 
£ vsv-g*^« iz m t % > i - k * >r 7* * ®g£ #n £> n 3 £ 



r . 

i 
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y>i-;i/^AxCANCre $:^b75:V^LLCG-LlT•ii^ F ^M-fe>^-f -W;i/XCD*S 

ibhixtzo ^(D±m<D l/5*££^{;:, frfc&VSV-G £S§#^£-£fc*fflJ§£t;: .. 
c^mr&ife^A^tfGFPfg^^ ^#d33fe© • ' 

©CD, GFP^m^JJgCD^Pti^^tl^^^feo . W.-tcD^^s VSV-G 

VSV-G &&^<DmmM<DmW&m'<>Z>fclsb, AxCANCre (MOI-CU 1. 

2 5, 2.5, 5> 10) —&M.(DY m&tt&&.\s1t>f J l±ttTZ>*s 

£fz VSV-G ^ftk »*!&©«BI§KJB3fe$-& > 5B@©GFP©283iLT^£M&© (fjf 
g££ifc!giL*:££3. M0I=0 T-l±^;V;*©M£#:£<IS&£*Vf, MOI=10<Z>5fe 

t z ^> a— k * -r r-b >^-r »>"f )\*xmw&& b e eip** s^^gau^ u 

BBii-el^fEt-tfc (13 6) 0 £<f ;v*2jfifli©8lJ£fcfc, VSV-G^^bu© 
Mfl&Ks 1 O^-r^P^C^bfe^^^^T^^^JOb, «S!^5Bg©GFP<Z) 
Wim5;i:C<f;!)> V4)\'Xm*<Dffl&^<DieiPm : ¥-& (CIU) 
fco *©fe^> ME^-f^*^** 5 x 10 s CIU/mlrSofco 

<4> f i^^ife^^A^ts^i- K^-r r-fe>^-r «>-r;i/^<oifi: 
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1 • 

vsv-g ftmfo*m^xftt>tiitv afi^itfey^Astt^a^ H^ 

1 * 

<*fc»&U lSt3 0^1t> VSV-G £^#38^UTV\fc^LLCG-Ll i&fflflgt; , 
JSffiiU 5BS©»e^*^lg&GFP«3S*BIJte©#.«|-CW^fco ^<Dj^HI> inVSV 

^VA^tt5t>^ ^-Y^^T-iifP^J^m&^n^^ofc (E3 7 )o 3 CDC 

't 

<5> j/a-^-rrtv^^'fii/^^ f ' x^m?; A&mir&ztc&mm 
' ^hjvsv-g mfc^ftMrnrnx'^m u fc v << jfc* & f &*fcsh? &3ii:£V 

F43<fctf HN jg£^£^&Lfc>>V A£#1-£Hz>^-f VSV-G3H5 
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^(D&ms vsv-GmmMMftmmzt"( jvxttmm'rzz t&m&b*>h, vsv-g ^ 

) 0 ^-f;^7Jl©itlis vsv-Gii#iuolffl|S^, l Oigf^MWi:«tfc 

! ■ 

1 x 10 6 CIU/mlT-feofc 
<7> 2/ a.— h**>f ^-fe>^-f ^;i/^7y F&cfctf HN ^M-TV A^tf 5u 

, ■ ■ ■ 

' 4>IUVSV-G jte^^M^^bfe^^^^^ F43^t>- HN ^^T-^SCl 

-fe > *~ ^ j ft * > ; i£ flttl&iiJ ^^©CD.F&.fc IFHN* W^fii 
tfcffi£ftfcfrofcc:£:;fr^ Fi3«fct> HN^MT-&3C:£#Mlg£ftfc (EI3 9 

[|£5f!s0!! 1 2 ] 

LLC-MK2 «g£ 5xl0 6 cells/dish trlOO mm ^ t- 'JIDHCll^ 24 ^F^#^ 
, lfil?t£^£ftVMlEMi£ttJ T* 1 3 /zg/ml <DV ^ \s> h&i&Mm 

ftU (365nm) T 5 ^FMlfc T7 RNA # U * 7— b? £$B3B"f £ U ^ > tf^" > 
h <7 ^ >>-t £ (Fuerst, T.R. et al., Proc. Natl. Acad. Sci. USA 83, 

8122-8126 1986)(vTF7-3)£^ST- 1 BfF^g-£-&£: (moi=2) (11101=2—3, 

mz\± moi=2 &m^t>nz) 0 mm*. mm^^^^m^-c 2 E^^ufe 

7*^^ 5: h*pSeV18VAF-GFP, pGEM/NP, pGEM/P, &t>'pGEM/L(Kato, A. et al., 
Genes cells 1, 569-579(1996)) Z^tl^ti lZug, Am, 2//g, JkTf 4>ug/dish 
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i . 
• • • 1 , 

coMit-? ,Opti-MEMigfl&(GIBCO) KISUBU SuperFect transfection reagent (1 
ju g DNA/5 u 1 ©SuperFect * Q I AGEN ) £ A tu 15 frffltkW&* iSIKli: 3% 

FBS£^& Opti-MEMtgife 3 ml tCAftfc DNA- SuperFect ^WZMMlzmtiU 

. » . 

■i ' 

$/ > ty77y-> h* 4QAg/ml (AraC, Sigma)£^t?MEM^ife-e 70 BtF^ 

mmvtzo ztit><DMv&£±m&miUL, zti^ti po-d3 ^>^;i/i:ufe'o 'po- 

d3 CD^b y>£ Opti-MEMtgife(zMLfe (10 7 cells/ml)o Wfemffi^ 3 EJifeS ' 
Dllt. lipofection reagent DdSPER (Boehringer mannheim) £ b (10 6 
cells/25/zl D0SPER)MT* 15 ^flfifcBbfegL 'F$ggi LLC-MK2/F7 JfflflS£M- r ' 
7>77i^ ^> 3 >(10 6 cells/well 24,-we 1.1 -plate) U Jfa^£'^£&t^MEMigjfe 
(40/zg/ml AraC, 7.5>ug/m, p V ^>>£^tf )T*Jg^bfco tgmWi 3 S S43«t^ 
7 B§K±fi&II]i&U ^tl^eix Pl-d3 ?l-d7V->y^t bfco , 

y=y-7, X M:x>^D-777^ ^ Y pGEM/FHN §4/zg/dishiDx.feJ^^(i. _t 

, lfitfS£ , a£&^ MEMJgtfeT- 2i]i5fe^b, ->h->>>5-D-T7try ^ K 40 

UgM ( AraC, Sigma) i: h 'J7S/> 7.5/zg/ml fc^tfMEMlgjfe f 48 B$F*P£# 
bfeolg#±?»^St»9l^^.Jfll?»^^^0 MEMl^flfe(40>ag/ml AraC, 7.5 /zg/m r 

v 7^ >*<ats)^mm$n feioo mm ^hjm 1 f mm llc-mk2/f7 m 
mmmm 5 mi &mji b& 0 ^#48^^ ^n^©mi:±?s^ie]iRb> *n 

?tl P0-d4 -y->7;i/i: bfco P0-d4 <D^\sv h £ Opti-MEMJ£& {3^?§b (2x 
10 7 cells/ml) r l%&mm* 3 tU^D^bT F S83£ LLC-MK2/F7 $fflJ8S^^fijl(2 
x 10 6 cel ls/well 24-well-plate) U lM^£^£&^MEMJgJfe(40/zg/ml AraC, 7.5 
UgM r U7^>^^tf)r-tg«bfeo 3 BB:fc£t>- 7 B et3_tfS&HIiR 

U ' iti^ti Pl-d3 :fcJ;tF Pl-d7-tf>7;i/^bfeo M£rfrfc>-f> 
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<;GFP^31TO©^ £ > h iz J; SCIU©SS^(GFP-CIU)> 

LLC-MK2 $fflflg& 2x10 s cells/well-ei2well-platet3gf £ N 24 B$BJ§*SL Jfll 

m&$£&^ mmm x- 1 ®m&utz'&, ±3B©^>>r;KPG-d3*fe:«po-df 

x .Pl-d3*J:V Pl-d7)£. l#&*fflJ®# 10cm? #£10~100ffl©F£<D$MC£: S £3 
CMM&RU 100^1/wellT^^$^fco i5#^Jfil?S£^£&^ MEMJgifei 1 
ml/well iJPxfeo $5»lC24-«pial«*^ *MS£ibteK^T-t?«i£.U 

<CIU(Cell-Infected Unit)«l5£> 
LLC-MK2 2x10 s cells/dish T-12well-plate i33t£. 24 

jfliw^sfe^ mmm x 1 m^ufc^ ±mv->yjv (^£nzt7 ^ jv* 

'^**-&SeV/AF-GFP£:«p-r)'& lOO/zl/iteilTfJB* Ufco 15^ v Jfil?»^^S 
&l,vMEMig*fe£lml/well Anx.> £ ££24 ^ILt. PBS(-)-C 3 ® 

-feh>£ lml/well ftnx.it^t3^t)|^t> S'tf9S*$*fc (&J10#~15#-^S;& 

b). pbs(-)t- ioo <%%wi^tz*v*£bmm$ntzmev#v ?u-^jimfe 

(DN-1)£ 300>al/well jtJDx.. 37°CT'45^^^ >*a^— > bfcm> PBSC-)"^ 3 EJ ,| 
ft*£b. PBS(-)"C 200 <5#RUfe^'>-^^IgG(H+L)'^ffl«-^Ki*: 
(AlexaTM568: Molecular Probes*t^)£ 300/zl/well Snx., 37°CT-45#Ha-r>3r 
i^-hLfc 0 PBS(-)t: 3 ®8c&{stz&, m ItmmmT (Emission: 560nm , 
Absorption:645nm7 — : :frtt8g)T-S#£$Bf SHBllS*S*'L/fe (0 4 
0) o 

MM^LT±gB1t>r;i/ (SeV/AF-GFP) § 100^1/weMT*^ bl5^. Jfilrf 
S^tSfcH MEM£lml/well i0;L> £ £ £24 l$IB|jgX& £l£0«f£&fT 
^^:^gS^T(Emission:360nm , Absorption:470nm7 — : ^ -T 
«)t?'GFP«S«Bifi*««bfco 



! 

'■ * > 
t 
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MftVZi/- ;i/*(vTF7-3)©PLWUV(Psoralen and Long-Wave UV Light )J& 
LLC-MK2 $ifiS£ 5 x 10 6 eel ls/d,ish ,T*100 mm >c h U im{Z^ 24 B#f!3±^#^: 

. jfiL»&^i'&v.> immm x- 1 m^ufc^ 0.3-3 ^g/mi ov7u>i:fi .. 

(365nm) T* 2~20 «IL& T7 RNA *'J^7-^If5U , 
n > t* j- > Y V ? */ — T £ -f ;i/ * (vTF7-3) (Fuerst, T.R. et al., 
Proc. Natl. Acad. Sci. USA 83, 8122-8126(1986) ffi»tf 1 fir BB AS SU ^ ' * fe . 
(moi=2) (moi=2~3, UMZ\± moi=2 ifift iSfcns )o.$Hflg£JfiliS MEM . 
Jg«b"C 2 HSfc&bfc^ X KpSeV187AF-GFP, pGEM/NP, .pGEM/P, RV* 

pGEM/L(Kato, A. et al., Genes cells 1, 569-579(1996)), Z^tl^tl 12>tzg, 4 
^g, 2/zg, M 4/zg/dish ©»Jtt? Opti-MEMtgtfe(GIBCO) £S® U SuperFect 
transfection reagent (l^zg DNA/5>al ©SuperFect, QIAGEN^Afu ^^"C* 15 
#ISiS«^ fi^6?J(C 3%FBS£^t?0pti-MEMig*fe 3 ml \ZXtitz DNA-SuperFect 

m&m&fflmzmmvTigmistzo 3 mf%mm'&, «^ m?s£^£&^ mem 

"C 2 0^bs ^ r '»j8'-D-7 5| J > K 40 /zg/ml ( AraC, 

! " Sigma) *$tf MEMigife 1? 48 B#P^ig«b£:o 100 mm i h VSSKDm 1/20 mM<D 

mm^m^tmmmTxmmv, GFP3gm*MS©**>h bfco vt^-TV^ »x 

(vTF7-3)©^rS^b©^(C fc* 7" 7 — P Bmz «fc £ * -f * — ©$l^(7*#ti £ , 
^W^i7Dl^3-;w P291-296, 1995)£fTofc 0 

h^>^7i^->3>^©lIJR^S3BS(c«g I, v^>>-i:UV 

-fe>^ C7-f ^^S1»j5R©Sft**lftWbfco S«J^ttiP»5»©*^ (-tH3 
) £&^U ^TO^iliT-fTofeo 6 well©x"f ^D7U- h£ LLC-MK2 £EH5£& 
5xl0 5 -S8]J&/well-e»^ &#Jg#bfc& (lxlO 6 *BBS/vellCii3Bb-C^S£ 
ig^K PLWUViMfu©* 'f * — &M"C 2xl0 6 pfu/100/zl ii&S^-M;:?^:^ — 
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I 

*• 

1 ♦ 

50^1 © 0pti-MEMJfJfe(GIBCO)lC7'7^5 r\ pGEM/NP, pGEM/P, MpGEM/U ^ 
bTf^D^SeV cDNA (pSeV18 + b( + )) (Hasan, M. K. et al., J. General Virology 
78: 2813-2820, 1997) £-£ft«e*l 1, 0.5, 1, 4 # g £ SO x. & © K . 
SuperFec t ( Q I AGEN ) £ 10//1 ipiU ^ST*15^M.B 1 ml© 6pti-MEM(40 

/zg/mL© AraC £^t?) iM£»f L fco F7>77i^3 3 B 

B^W^dliRb. »iC^v 100/zl/well©PBSl3^L£o Z(DmmWL*10i%. 
lOOfg, 1000fg#3^L£iSfflJ®?§?& 100/zl 10 Bl^^WIS^^^r^ 3 

is-ro^siufeo (ixio 5 , ixio 4 , ixio 3 mm&zti'etimmo 3 b^#^ 
WL\,tz.mm<Do%, m^^-otzmm^-m^ 10 4 ^tt-h^> io 3 .T-«si^i: 

rMT 1 ^^ ^ h*i:TO««©)li^t)^(3<fc^SeV/AF-GFP©^^^©|qI 
±#5tM>£*lfco P0 mrtm) ©d3~d4 (3BS~4B§) d^T, 

tlfc (0 4 l),i2tlt h7>^7x^i/3>t3 0i©«^P 
CgiUc. 0.3,ug/ml©V^ lx 20^©^LS^ g&l*M?tfi&^#i^ 

frofc (3B@) Ztfrb, 3©^£g^#i: Lfc (|2)o 



WO 00/70055 



PCT/JP00/03194 



63 



s 
» 



e 

K 

— s 

V 
*£> 

IK 
II 

& 

12 
■« 
S 
|g 

e 
v 

V 

A 



m 



an 
m 

CO 

A 
m 
,N 

H 

r\ 

K 

A 





i 1 


O 
»— i 


CO 

1 


1— < 


p 


CO 
«— 1 


• 

1 


', 1 

: 00 » 


to 


CO 


CO 


't-4 


CO 
CO 

1 








CO 


1— ♦ 


o 


CO 


§ 

tc 

*1 

3S. 




O 
CM 


CO 


CO 




CO 
CO 
f— 1 


O 

t-H 


CO 


CO 


«— 1 


' CO 
CO 






in 


CO 


CM 


o 


1 

CO 




0.3 " 


O 

CM 


CO 


CO 


CO 


' ♦ 

CO 
CO 
CO 




-? 


O 


o 


o 


o 


o 


1 

n ™ . 

K 




cm 
o 


o 
o 




« • 

s 
m 
m 

«$ 


in 
o 

«— 1 


o 


CO ' 

o 


Reconstl- 
tutlon 
Score 



J2 

X 

CO 
CM 
1-4. 

>S 

8 

C/) 

§ 



8 
o 
o 



[HS£0dl 4] GFP£^3;£^LacZ*gSS F £&§Hz >$? — <7> 

<LacZ ae^^tr F SeV cDNA <Dffim> 

mmm 113«© pSeV187AF ©NP 3te^±Sl^tC#S-rS Not I tOBffSPtei;: 
LacZ Lfc cDNA (pSeV(+18:LacZ)/AF) %mm? Ztztb PCR J: D 

LacZ aHs^CDfllfifcfT ofco LacZ j§e^£ 6 ©fgft (Hausmann, S et al. , RNA 
2, 1033-1045 (1996)) C*fc-it\ 5' *{BSlCli NotI tjUBrMLfctt-^ bfc^"^ -f 
■7— (5* -GCGCGGCCGCCGTACGGTGGCAACCATGTCGTTTACTTTGACCAA-3 5 /WM^^ : 1 7 
)£> 3»*{C SeV©te'¥»»^y^ (E)> ^ffiBB^J (I) *J:VIE^HSJ&^^ 
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1 , ♦ 

;i/ (S) NotI ^JBfgBffi^W-^ b tz 75 4 ^ - (5'- 

GCGCGGCCGCGATGAACTTTCACCCTAAGTTTTTCTTACTACGGCGTACGCTATTACTTCTGACACCAGAC'C 
AACTGGTA-3V1H^J#-^ : 1 8)£flH^ K pCMV-/? (^.D-V^ «y ^7*t 

£f^£UTPCRSJfo£:*Tofco SiiS^ttx pCMV-/? 50ng; 200 /zMdNTP, 
(7 7;i/^T;W;t^,*£§!0. 100 pM . Vent ^'J^.^— fe* (-a. 

-jyy^y p/u tf^tfttSD 4U. fcswtibsjfc^* 77-i:^i:S^ 

94°C 30 50 °C 1 £\ 72 °C 2 ' #©SJfoSg1M ^;i/25[UT-fT^feo ^JfoM 

^> NotI T-tU»fbx pSeV18+/AF Not ,1 $J#f K* £ ^ V f — ^> 3 > L T ' 
pSeV(+18:LacZ)/AF £?#fc 0 > 

'r 

' LLC-MK2 mU* 5xl0 6 cells/dish T" 100 mm lIMCf!^ 24 B#fgjig^ 
^ Jfil7if£^;£&^ MEM T* 1 Hl^bfc^ 3 >t/g/ml 0V7l/> £: fi&S^flJg 
(365nm) T- 5 #FeWI L& T7 RNA # >J *7—~e&&mT5 V ^ > tT*> h?? 
->-T£-T;i/;*(vTF7-3) (Fuerst, T.R. etal., Proc. Natl. Acad. Sci. USA 83, 
8122-8126(1986)(C^T* 1 mmmmifStz (moi=2) (moi=2-3 > $f5g{3{i moi=2 
^^f>tl5)o mm&&Lm*<a£te^ MEMT* 2 Hi&#L#:&> LacZJg* F ^ 
2=i^>^ ^-Ol/*^* — cDNA (pSeV (+18:LacZ)AF), pGEM/NP, pGEM/P, 
SWEM/L(Kato, A. et al., Genes Cells 1, 569-579(1996)), £-£ft^e*l 12 
US, 4>tzg, 2^g, 4/zg/dish jS&V^y^u— y7"7X * K pGEM/FHN 3Er4/z 
g/dishiPXx Opti-MEM(GIBCO) IZ^^IU SuperFect transfect ion reagent (1 
Z/gDNA/5/zl ©SuperFect, QIAGEN)£AtU IS"? 15 fimWLW&, m$k#}lZ. 3% 
FBS£^i?0pti-MEM 3 ml \Z\fifz DNA-SuperFect ^m^mm^mu U~T 
Ufeo 3 B^igilgL iHBISSv Mt&^'fc^ MEM T* 2 @«fc»U ^ K^>>5 
-D-77 75; > h* 40 /zg/ml (AraC, Sigma) £ h 'J^» 7.5/zg/ml £^ 
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i 

g/ml AraC, 7.5/zg/m h U 7*2/ >£.^tr) CHIpsnfelOO mm i h U JUL ' 1 *fc# 
O F %M LLC-MK2/F7 mmmmWi 5 ml &2JB bfco $ & £Jg#48B#ISI&* -ft 

&©nena^±?»S: , iHiiRu, ?o-d3^>y)vt \^tzo ?o-dz cd^u v v* 

opti-vmtgm (zxio 7 ceiis/min 'mtsmm* 3 mm^Mvx 

lipofect ion reagent DOSPER (Boehringer mannneinOi:?^ b(10 6 cells/25/zl 
DOSPER)MS"T? 15 ^IMlfel F»3S LLC-MK2/F7 JfflllSflSlZ.r-^ >*:7 

a >(10 6 cells/well 24-well -plate) I, JforSSr's 3= &^MEMJ£ife(40,cz g/ml 
AraC, 7.5/^g/iE h'J7^>^ttf)T'«ibfeo ig#m7 B § £ ±?f U 
?1-&7V>7)V.£. bfco 3 £C±»^*£12-welH>late£&^fcF»5i', LLC- 
MK2/F7$ffl|g^iC ,37'C l^K^^ MEMJgflfe «fJft'^-@«c#Ufc*< JlilW*^ 
£&^MEMJ£*fe(40,ug/ml AraC, 7.5>ag/m r U :7»>£^i? )T-J^#bfco 
7 B@£±?S£ls)J&U P2-d7^>^;vh bfcc £ £tc:±7S:£*& 6 -well -plate 
Itm^tztftm LLC-MK2/F7«fflfla»K: 37"Cll$KU®3fe^ MEMJgife Jg«r£ — mift 
#bfc^ Jfil?i^^^«:V^MEMJ^«b(7.5^g/m h D ^>>*^tJ)7?^*bfe« Jg 
§1^7 Bg£±?f£|I!lfcU P3-d7-t>->7-;i/i: bfco £ ££Jb?»:£:B£10 cm plate 
C»^fcF|BK LLC-MK2/F7«^(t 37°C1^^^ MEM^flfe JgifeT- — UliJfc 
^bfcgL jfii?i£^£&^MEM^m(40/zg/ml AraC, 7.5/zg/m h 'J 7"->>^^tf) 
*CJg*bfco Jgft&7 BB£±«|£|5IJKU P 4 -d7tf > i: bfco 
<LacZ«3S«Blia©* •> » cfc 5CIUCD$|£(LacZ-CIU) > 

LLC-MK2 MM* 2.5 xlO 6 cells/wellT*6 well-plated^ ^> 24 B$53*g*^> 
Jfil*f£^£fc^ MEM^Jfe -C 1 Uiftitbfc^ P3-d7©l/10#f^'J£MEM*^ife-r 
f^gU 37°ClRria«JSS^ MEM^JfeT— EHfcfrU 10%Jfo»£^tfMEMJ&itfe 1.5 
ml £$8Jnbfco 37°CT*3BJg§i^ *fflJ!S£/?-Gal ^fe^y h (OthDi/! 
>#) £«fcDffefibfco 3leI©iSjfc©*g*£E[4 4(C^"To LacZ ^feUS^fflJIS^ 
OftlC^tfe P3-d7-tf>r;i/{3*5^-r lxl0 6 CIU/ml CD>W 
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< SeV^ J Ms cdMvmm > 
-fe>^>f t?4 J\sX (SeV) ^S^VAcDNA, pSeV(+) (Kato, A. et al., Genes, 
to Cells 1: 569-579, 1,996) CD cDNAfCfrfcfr ioi I h^^S-jl^^CD^^ — 
h^>y^;i/i:ATGSIR^^^;i/CDP^^«Abfeo iA^hltli^f, EI4 
5 (A)©<£: o (CpSeV(+)$:5pA I/W lT?^b bfci&rtf- (2645bp) v C7a IT*?N>fb b£ 
mfr (3246bp) > RUCla l/Eco RIT*$Hb bfc#r>f (5146bp) *?n?tlTJSu- 
xmnifcWJX'fr^ W.^-^^^> K&«Jt>tt},U QIAEXII Gel Extraction Syste • 
m (QIAGEItHUR) TfEUK • M^bfco Sph l/Sal IT-ffiit bfc»Nt&LITMUS38 (NE 
W ENGLAND BIOLABS^). Cia IT?i{b bfc»fK-i: C7a I/fco RIT : ^ bfe»fM-« 
pBluescriptll KS+ (STRATAG^NEttSlO fc^y— ->3>U V7tru— 
bfeo M^XNot IiM >(D^Alv&Quickchange Site-Directed Mutagenesis k 
it ( STRATAGENEtt^) £{£o£ 0 ^ft^ft®a»A£/B^&:7-^ fcfcNP-PF^T- 
(2-fe>;*0 : 5 5 -ccaccgaccacacccagcggccgcgacagccacggcttcgg-3' (ISE^US^f : 1 
9 ), 7 >^-fe > XII : 5' -ccgaagccgtggctgtcgcggccgctgggtgtggtcggtgg-3' (IB 
#J#^ : 2 0 ), P-MP^-e(±-fe : 5' -gaaatttcacctaagcggccgcaatggcag'atatc 

tatag-3' : 2 1), T^^H* : 5' -ctatagatatctgccattgcggccgc 

ttaggtgaaatttc-3' (IBEIS^- : 2 2), M-FUgT-tt-fe : 5' -gggataaagtccct 

tgcggccgcttggttgcaaaactctcccc-3' (iS^J#^- : 2 3), 7>3-k>Xffi: 5' -gg 
ggagagttttgcaaccaagcggccgcaagggactttatccc-3' (IB#]#-^- : 2 4 ) v F-HNftUTte 
•fc : 5' -ggtcgcgcggtactttagcggccgcctcaaacaagcacagatcatgg-3' (@E^U#-^- 

: 2 5 ), T>5^-fe>^li : 5' -ccatgatctgtgcttgtttgaggcggccgctaaagtaccgcgcg 
acc-3' (@2?!IS-^ : 2 6), HN-LF^Tte-fc >*tg : 5' -cctgcccatccatgacctagcggc 
cgcttcccattcaccctggg-3' (IB#J#-t : 2 7), 7>?~iz>Xffi ■: 5' -cccagggtgaa 
tgggaagcggccgctaggtcatggatgggcagg-3' (@H^J## : 2 8) ^tl-eft^JEtg b> 
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l/Eco EI ®rJt £ ti j en±lB-eit ^ ^ n > ^ b ffi v ^ T Qui ckchange 

Site-Directed Mutagenesis kitCD^Dh 3 ;WC^V^. ?iA*ff^fco iXL/fe^, 

tNotI^^Abfe5a^ (pSeV(+)NPPvpSeV(+)PM N pSeV(+)MF, pSeV(+)FHN43 XV 
pSeV(+)HNL) <D-fe ;i/*>rV i*cDNA£Jli^ bfco 

T*—e (SEAP) ^PCRT-^r^D— n>^bfco ^ ^-td(i/l5<? I ftJBSP^ 
if'f b%{tfiQLtci5' y^^f^r- : 5' -gcggcgcgccatgctgctgctgctgctgctgctgggcc 
tg-3* (gB^'JlMf : 2 9X 3' 7*7^7- : 5* -gcggcgcgcccttatcatgtctgctcgaagc 
ggccggccg-3' (IB?0§-^: 3 0) £-£fi£U PCR£*rofc 0 HSiCtepSEAP-Basic 
(CL0NTECH1±^). BmiZ&Pfu tourbo DNA#V - 1£ (STRATAGENEttHO 

vsfc. pcr^ n mm&Asc rc-amu mm^»^<fc • nuRbfeo -y-^^ n 

-->^f -S^*^^^ Kfc bTpBluescriptll KS+<DNot 1*M Y\Z^)^^7 □ — 
->^-F^ > (/toe I-^sc I-Swa I) hfe^?±)\s-jY&Wm-m$&i'7±)^t$ 
;fc^DNA [-fe>^^ : 5' -gcggccgcgtttaaacggcgcgccatttaaatccgtagtaagaa 
aaacttagggtgaaagttcatcgcggccgc-3' (IBJ!J#^- : 3 1). T>^-b>^M : 5'-g 
cggccgcgatgaactttcaccctaagtttttcttactacggatttaaatggcgcgccgtttaaacgcggccg 

c-3' m&mn : .3 2)] *m.HThA J tz t b(Z>*< / Em\,tz (04 6), Z<D7^X^ 
YOAsc IiM bizmm • UliRbfePCRM^I^^-l'^— ^H>b> ^D-->^1 

Sm©-b>^ r 'f AcDNAhpSeV18+GDAb£ I1M h 

^3>b*t^&A,£o — £pSeV(+)NPP/SEAP. pSeV(+) 

PM/SEAP, pSeV(+)MF/SEAP, pSeV(+)FHN/SEAP, pSeV(+)HNL/SEAP*5«fct>-pSeV18(+) 
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/SEAPhbfeo • ' ' 

LLC-MK2«£2xl0 6 cells/dish -trlOOmmS'^ — WzSf^ 24B£F^i£*^ 
V ^ V > £ UV&13I b £:T7tf y ^ — fc? £$g3l?- S'Jn^^y K7 ^ - 7" ^ , 
(PLWUV-VacT7) (Fuerst, T.R. et al., Proc. Natl. Acad. Spi. USA 83: 
8122-8126, 1986> Kato, A. etal., Genes Cells 1: 569-579, 1996) (3^?g"emoi=2 

x immm%i£'&tz.o ffl&*m&vxfrzsEAP*mfr&/uiz&-te><sr.'( o-cjix 

i ■ 

cDNA> pGEM/NP N pGEM/P> :fccttfpGEM/L£^ft^*ll2#g, 4/zg, 2/zg,^4//g/dish 
©«lt-eOptiMEM (GIBOCO BRU±§0 tz^MbV 110/zl ©SuperFect transf ection 
reagent (QIAGEN^tM) ZXtiXfe'&L, M^T*15^«^ ^tfj£3%FBS£ 
^tf0ptiMEM3ml$lrax N ^BSS^^in bT3~5f$^tg# bfco Jg£&s TO^Jfl?» 
'&^£&^MEMT*2[Hli5£?#* U r ->>/3-D-T^ try K (AraC) £^*?MEM 

X'72mm^mLtzo z\n^(Dmm,^mwi\^ iv* h^imi©PBST-^b> *&bs 
mm*3®m*)MLtzo ztib&ioBmmwZ'&tcmwiziooui&mv. 35°cr-3 

cn?,iiiiRbfe^^^e>(zio- s ~io- 7 iz^Lxmmznmmv, mmiz^im 

b^abT-80°CC^ h IstzoZti^tlCDVJJlsX^**— ££SeVNPP/SEAP 
, SeVPM/SEAP, SeVMF/SEAP, SeVFHN/SEAP, SeVHNL/SEAP^ <fc t>*SeV18/SEAP £ f Z 

)c 

< 7" ^ — £ 7 9> -fe -i \Z £ £ * # -<D$J£ > 

CV-liM£6well 7b- h Klwell&fc 5 5x10 s cells;ro3f 24B#F^*g«b 
feo PBS&#gL BSA/PBS (1% BSA in PBS) X\V\ lff\ 10^ 10^ 10" 7 
b££I&;LSeV£:lB^>f >^a^-^H>bfe^ PBST*ift#, BSA/MEM/T^n- 
* (0.2% BSA+2xMEM^^*CD2%7'^D-^^^bfe*©) £well&£: $ 3ml-T 
olfb, 6BF^37°C, 0.5%T*i£#b£o 3mlCDoi* y 

y-;b:^=i:5) £2jd;u 3«iu T**o-^i:h^(c^bfeo pbst- 
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i^-^3>bfco. PBST- = @ift?^ 200^#^U^Alexa Flour™ ^St 
»^it^rIg(G+H) (Molecular Probeft:) ^Dx.tlSt-M^>^^-i/3 >b. 
fco PBST* = ©k^> t—VTlrzxi*?— LAS1000 (m±7-c;i/^) T* 





S'f*— (pfu/ml) 


SeV18/SEAP . 


3.9X109 


SeVNPP/SEAP 


4.7X108 


SeVPM/SEAP 


3.8X109 


SeVMF/SEAP 


1.5X1010 


SeVFHN/SEAP 


7.0X109 


SeVHNUSEAP 


7.1X109 



LLC-MK2MJSS & 6wel 1 7" V — Y \Z 1 wel 1 & S 1 ~5 x 10 5 ce 1 1 s^og§ £ . 248^ 
Jgltbfc&s 3-*>f ;i/*^*-£inoi=2j§g:2i*\ 24BSP^iS«±?S£ 100,1/1 H 
J& I, SEAPT y -fe >f £fro fco 7 y -fe -T {^Reporter Assay Kit -SEAP- 
X-frl\ ;i/^y^^-^T^-^^-tf-LAS1000 (m±^f;i/A) T'^Ufco ^ 
^(±SeVl8+/SEAP©1ii^l00i:UT^n^n*B^i:bTabfco ^4 
8^^Lfe^m©{iB(C SEAPite^ mi fc@^T- & SEAP?g&#tfcm ^titz 
o SEAPrg^i^yAOT^CijiS-r^^^o-rT^t). -f &fc*>$g3i:l#-F#o 
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mmm i 6 ] yyjv^ A?-mmmmmmiz x^^semm^om± 
&x?^^T(vTF7-3).£fflv^fc#K v =-t (Dmrnmrnrnz £ *) , JSKStn' 
t r *k <* e> k# < cd«t^j; < , nmrnzmmx- isioct^c ^ 

, £>ftTV^ (Lamb and Kolakof sky, 1996, Fields virology, pll89) 0 -£2Ti&FHN 

(f&^hn) *mm?z>^)\'^-M%&*MmT2>z£iz& b^^^-ov 

^CDIl]JR^¥*l^±t-5 3h^T*t^^%^feoFHN^^^^^^>^J8S^ 

10cmSBBStg#MC100%zi >7 U > MC#o fcLLC-MK2iffflfi& (lxl0 7 /dish)£ 
PLWUV-^S 1 ?^ ^-T^moi=2T-^fi{343VNT^ 1 ^r^. d2EGFP$^^^- § 
FHN^^cDNA (pSeV18VAFHN-d2GFP (H5£#i 8 ) , pGEM/NP, pGEM/P, pGEM/L, 
pGEM/FHN£-?-ti-? , tu 12/zg/10cm dish, 4/ig/10cm dish, 2^g/10cin dish, 4# 
g/lOcm dish, 4/zg/10cm dishCDSit-e^b (final vol, 3ml/10cm dish) N M 
te^mXM.n SuperFect(QIAGEN)^ffl^Ts ffij&LtzF <{ JlXVmmmt 

mmtefimz*iLc-ML2mmzmfc*mA vtzom^mx 3 mm'&fflm*mstn.mt% 

itilT-3[5]*»U &mmfo(1000rpm/2min)zm&ftfzmffi.&®®l^ i/h->>/3 
bfy 77^ K (AraC) 4Q//g/ml, SIGMA), h V r^>(7.5^g/ml, GIBC0) 

^ts(DmMmmmmizmmL,mmzm^-m.^mLtzo^mizmm\^r^iocm 

v-^-UT100%3 >7 b > MC&ofcFHN^g^fiS£7'7V £-1' ;U*AxCANCre 
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• • t * . 1 

£MOI=10T-fpiS§'4&s 4mm, mm, Sm®, 3Bg©*tt£^ri^*i5ml 
PBS(-)T— iU&#U cell dissociation solution (SIGMA)(C<fc QMlfa&m&L 
>igM^^(1000rpm/2min)-em^:*i6, AraC(40 > czg/inl, SIGMA), h U 7^X7.5 
vt/g/ml, GIBC0.)£^t?©Mlfo^MEM^%f3^;u FHN^fc*^ ^*CD?M#|g L 

U lO'TO/mlODOpti-MEM^fib (Gibcol)K^U mm^mM 'ife— h 

SrHiSIU ^Sf^LT2B^©FHNit^31$fflflS(Zl0 6 cells/lOO/rl/wellJg^! U 
AraC (40/zg/ml, SIGMA), h U (7.5/zg/ml, GIBCO) £<atr©MifiL?eMEMtg 

ifet\ 37°c 5%cb 2 ^ *—T*2Bmi%mLtz?ifflmi§m±m<D'y^ »x 

^fffi*CIU-GFPT*^Lfc (^4)o ^©ig^vFHN^^#^4^-e«e7-r;i/X 



*4 ^7;^^ AF-HN«fi®^(3 «fc 3*£SeVJi*I 



GFP 


-CIU 




xl0 3 /ml 








FHNcell+ad/cre 


FHN 


cell- 


4h 


6h 8b 2d 3d 


8 


-10 


6-9 


80-100 70-100 60-100 20-50 
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VSV-G) fcfc, WSVift^iSS5st4©^ft»IH.*sBfi)6iifeK **®4Wft**"T 
S-b>^<>^;i/X (El* F,HN) .T-&TOJ#|g#>£>*l&fro£: (05 l)o Z.<D 

£±/l£-fe!\ SW41 n — *? — (Beckman) T29000rpnu l5~imfflffiM>b&?f o fee 
jB»ifr£^i— :/©jS£rtfcMtf, 7^^>3>:3 b^^— T-300//lTo^®b 
feo ^ii^Co^T^ Fite^^SVMiF^cfcrfflNae^S^b&yy A^rWb 
% fl4ft£VSV-G* W^RtttS2/a- K*-f £ ^ ;i,;*T*& Z>Z£ 
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^ > k # m& £ tniN* w 1 * ic^ vsv-g* > ^ if & n 7 5 * ^ 3 > k 
a-^m>^^-f;^m -fe>^ r >r ;i/*£3fe©*wi*jt^ vsv- 

G* j|tt"p| 7 7 Z >> 3 > ttfeffl £ ft 3 & 06©. F£ £ t>*HN* W1 ^ fCli^itf 

£ ft& o N F43 <£ VWX£:m<D ^ — K * >^-f »i7 ^ 

&3££#Sgli:£ft£ (05 2)o ' ' ' ' 

[HJfifll 2, 0 ] FjHk^ £ F;fe £ Z>*HN3t£^£&£ LBVA 3 $/ a — K 

mmmitwimi,feo Z<D£im. F»$^Lfc^vA^t5^^^ (sev/ 

AF> ^I^VSV-GT^j-- K-fbbfc SeV/AF(VSV-G)) H^-f7t >^ £ 

S^jl— (SeV/AF-HN(VSV-G)) T-fciU ^SBfla_t(-^ 

m£r£<&£T^&^££#eJ3£fr£&o£: (&5 3)„ 

mmmm^<Dmfc^zx£:Ltz7; a^w-t svsv-g>>^- K^r-t^*'* 

"^^©^^MlM^ mtc^^3 HB©£«£Sg3El,fcGFP*£:Flow 
cytometory^ffl^T^UfeoFite^S^Ufe^y A^W-TS^i— K^-l' 7" 
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<NGF/SeV/AFCDS«J5S;> 
NGF/SeV/AF©m^{i±l3 r^>^n-7y?y ^ >' + FSgSyfflflgfiJB^j t~ 

<NGF/SeV/AF© «j7 ^ J Afitfg(RT-PCR) > 

NGF/SeV/AF^-r ^^y A,(^5 5 ±) .ifitfg^**:^ LLC-MK2/F7$fflJIS^ 

H]iR^nfe^#±«^5i^tfc^ QIAamp Viral RNA mini kit (QIAGEN) -£^CD 

yu hzi— ;i/^^cTRNAJftttJ^frofco £©RNA£ SUPERSCRIPT™ ONE-STEP™ RT- 
PCR SYSTEM (GIBCO BRL) IZ£ tJRT-PCRCD^:^- b£tl&3S £tfPCR&f?o fco 
2*fiSli¥fcfc. -ftiO^SeV cDNA (pSeV18 + b(+)) (Hasan, M. K. et al., J. General 

Virology 78: 2813-2820, 1997) SJBl^fco PCRT"^ ^-&NGF-N£:NGF-C£fl§ 
V > T fr o o NGF-N(^ o V»T{i> 7 >7 - F : ACTTGCGGCCGCCAAAGTTCAGTAATGTCCA 
TGTTGTTCTACACTCTG (IB?iJ#-*f : 3 3), NGF-Ct30l^Tteu 'llA— ;* : ATCCGCGGC 
CGCGATGAACTTTCACCCTAAGTTTTTCTTACTACGGTCAGCCTCTTCTTGTAGCCnCCTGCdB^U^-^- 

: 3 4) £^fflLfco ?<D&m, NGF-N£NGF-C££r^ v-{;ffl^fcj^-J£ N R 
T^TT*NGF/SeV/AF{iNGF{C#M^J&^*> K^tftm^nfc.WMPfcltt^^ Htt 
tfeffl3tt.&i&»ofc (05 5T)o 

mmm2 33 ■N6F*e^ft»«b&F*5feSSeV<Z)«liai«lftat:*at-.3!NGF« 
fiO^Siiin vitrotSttSO^ 
JS&StfNGFgScD&^'tix mmOcm^Mtmmcmy^— h td&IJconf luent 
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IZ if m .£ -&1z LLcWfl^/F j£ V Mi LLC-MK2 KB M % m V * X 'ft r> tz o NGF/SeV/ A F , 
NGF/SeV/ A F-GFP (i LLCMK2/F. M m iZ , NGF/SeVS t>' , GFP/SeV fct LLC-MK2 ifffl flg iZ 
m.o.i. 0.01-C*^&£i*\ 7.5/*g/mL<Z)Trypsin (GIBCO) £^#Jfll?t£^3;# v\MEM 
^tfeT-3BP^«.b.feo 3H^{5{£100%6Diffl|g^^Lfe^{C, TrypsinStML^ , 

. 48,OO0xg(CT60^5s^^> ±»(wOV^TNGFge©^ast>*in' vitrorS^ll^ 
£*Tofc 0 *nMmx~lt, fK&meV (NGF/SeV/AF, NGF/SeV/ A F-GFP) (EI 5 5 

' ' I 

#J80 &lLC-M2/mm.lzm%k£1tX^Zi} i , m m.o.i. .(^«Ufc^«:3) 

.••)••• 

NGFMfiCD^MiiELISA Kit^r&SNGF Emax Immuno Assay System (Promega) £ 
#J/8Lfco 7D ;Ki^^*©Ji^{C^oyto NGF/SeV/ AF, NGF/SeV/ A 

F-GFP^^NGF/SeVtD^^JBgl^#±?ift I ^{i: j en^'tL 32.4,ug/mL, 37.4££g/mL 
RZF 10. 5 //g/mL©NGFSe © *lfc. NGF/SeV/ AF, NGF/SeV/ A F-GFP 
©SffeffliJS Jg#±i» * (3 ftjfifi 0NGFS S LNGF/SeV<p JS8fe«flIjS Jt 

NGFaa©invitro?Stt80j£fcJU -7 h U©lfi53S^«^*SgS«#lia©4SpfW 
Jga^»Jg«^*t?©^#aiKr«SSJi«t:ff o& (Nerve Growth Factors 
(Wiley, New York), pp.95-109 (1989)) 0 ^lOB^CD-^ r UJE«fc QmMWm 
»*«lt)"ajU 0.25% Trypsin (GIBCO) T'37°C 20^5aS^^«bfco lOOunits/mL 
(©penicillin (Gibco), lOOunits/mL <D streptomycin (Gibco), 250ng/mL<D 
amphotericin B (Gibco), 20 ju M <D 2-deoxyuridine (Nakarai), 20 t± M CD 5- 
fluorodeoxyuridine (Nakarai), 2mM L-glutamine (Siga&)RXJ : 5%<DlSRM^:'mtsM 
7)\,z2-*oi)-mti%m*m.m U96-well:rb- Mclwell&fc D l&5000iB<Z>i8BJIS 
^gT-ig*£P§&U£o^- r&polylysho- h L£96-well:7b- h (Iwaki) 
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fcHtclMinin (Sigma) T^-hbtflt'fe,' ^mmt^mizu > h u-^X$> 

ztiGmsm^tfazmm [stzsemm&otgmtm Lfc e sb^ shwkt 

'ClMS&a**" Alamerblue (CosmoBio) U 5: h zi > K 'J Tti «fc 

S^frofeo n> >n-;t (NGFMlSSL) ' SlJ^eV/ttinM-GFP (GFJ/SeV) 

wtMMt§m±m(Dmn a/iooo#*o xi±mmm<D±MM*7jkirm?t&mx2b-o 

tz&, NGF/SeV/ A F, NGr/SeV/AF-GFPSt5NGF/SeV©^jfflJ!a^'*±»&«Sin ( 

i/iooo#ir) -rsciicfc mi : '&m^^©±#* s Me>n^aflS^* s # < £ 

'i 

13 * mm £ NGF/SeV/ A F , NGF/SeV/ A F-GFPJ& mG?/seV(Dmmmi%m±m £ 
o IP^K NGFJS«F^^SSeV©*|fe^ioT«3H$nSNGFteSSM&U'tl83HU 

[H»!l2 4] FM«(DHI^«tlf 
1) Adeno-CreCDmoi iigl^^F^ 

£Adeno-Cre<Dmoi£Mo TLLC-MK2/FlC^^-&F^e <£>Sg3l£§§^ b 

> 12h, 24h, 48h&<D&mM&mi1t'£ZZ, V^ftfcSNI&48B#|fflB KFg'fiCD 
moi=K 3s 10> 30^ 100T^BflglC^bTMJBS©^S^Yb^^fi<Jt3Ml^ 

z tmmmm&ifinmtftitz ms 9) 0 

2) 

LlC-mZ/flzMLXAdeno-Crem^xm^CD^m^mm^Xifi^7^X'mf^l, 
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LLC-MK2/M3i£A*U -^#bfcm> ^ffi&lis l^£PBST*-|H]&#bT&> £ 
, 3.7%©Formalin-PBST*5^P^@^Ufe 0 %<D'&, PBS-e33BSS£— E^bfe^v 1 
0. 1% Triton XI 00-PB ST- 53^^31 bT. i/tFS S *V >7 D ±-;H/Wfc( r -236 ) ( 100 
) t F ITC^lij ^JJt ^ V- *r igG*/tffc( 200{£ )(DJ0 X TO £#L3I b T > *^ (3 

PBs-e u t u — y-mmm £ * o x mm u £ d 

^20f^e^T*MftbfcTO^^Ja^T-«^©F^e©#^^*^^:i: 

t 

^fpj^^nfc (0 6 Do 

[HJSfll 2 5 ] GFP-CIUhiaSeV-CIU£:©*ggSgl^ 

2 M^©;fr&£<fc3CIU (Cell -Infected Unit) ©$J^iglll£fflWW#£ff^£: 
o LLC-MK2TOS2X10 5 cells/dish-ei2well-plate{Z^^, 24B$F^#^ Jfilff 
£^£&^MEM^%T-l®8i#bfcgL SeV/AF-GFP^rlOO/zl/wellT'^bfco 15 
JfilM^^^^^MEMJgJtfe^lml/wellSDx.. ^^>tc2W^#bfco 

PBS(-)T*3®^bfe^ ^^^^^(^io^-is^^b), mmzm^-t 

T-feh>£l ml/welliDx.iit)(C|RDI^^. m>*^£i*fc(im0#~15 
^^ff)oPBS(-)T-100^#^b7c^^^<fc ^ii^^nfctaSeV^';^D-^;i/ 
iJt{fc(DN-l)£300/d/wellflD;U 37°CT*453f^ h bfcgL PBS(-)X*3 

@^t> PBS(-)T*200^#f^bfcin;'>-y-^IgG(H+D)M^f^-^m^ (Alex™ 
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I 

i , 

568: Molecular Probestt^)^ 300^1 /welling STCXASftm-f >^a^ r L 
fzo PBS(-)T-3[Hl^.Lfem, mytmmmr (Emission:, 560nm, Absorption: 645nm ' 

nmtLX SeV/AF-GFP £100/zl/wellT-^f£ L15#^ jfiijff £^3: &OMEM 
'£ 1 ml/welling £ £ £24l$mtt*& W«i<Z>l«f^*ff «3rt:*ffl©^a^HIR 
(Emission: 360nm, Absorption: ; 470nm7 — :7>f jittM) T-GFPfg31 

62), 

1) ' -fe> *W ^-OV* (SeV) ^^^rVAcDNA,' pSeV18 + ©cDNACD^y A.'4 , ®'V^' ^ 

2) :TTU:*SgLfcSeV^** — cDNA£^;i/?-^n-^>^+M • ME5!Ji:«K^5BJ& 

1) ©»-&x iA5Si:ltl±$f> pSeV18 + £Eag IT*?mbLfc»r# (2644bp 
). ClalTfffifls UfeBftt" (3246bp)s ClaI/EcoRIT-^<bbfc»fK- (5146bp), 

eco RiT-MftiLfc»m- (soiobp) s^n^nT^D-^m^ifrr-^si^ 

£;l> K£t2J!)fflU QIAEXII Gel Extraction System (QIAGEN&M) T*0JR - 
^Lfco Eag IT*^-fbLfe»f^{iLITMUS38 (NEW ENGLAND BI0LABS4±M)s Cla IT' 
SHfliUfc*^ Clal/Eco RIT-*iHbUfcSrtf\ &tfEco RIT-*8<fb L fcBjf^ti 
pBluescriptIIKS+ (STRATAGENE&SO H^f 'f— >3 > U ? 
tzo ffi^Tfflm&mV-J r.©flfcSK *IA£fctQuickchange Site-Directed 
Mutagenesis kit .(STRATAGENEttS) *ffiofco 
ftWE&JRiM b©5£^tciiSal I: (-b>X^) 5' -ggagaagtctcaacaccgtccaccc 
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aagataatcgatcag-3* . (BB^J#^ : 3'5), (T>^± >xM) 5' -ctgatcgattatctt 
gggtggacggtgttgagacttctcc-3' (iB^JS^- : 3 6 ) , Nhe I: (-fe>*M) 5'-gt^t 
atgtgttcagttgagcttgctgtcggtctaaggc-3' (ia^ij#-^ : 3 7), (T>?~b>Xffi) 
5' -gccttagaccgacagcaagctcaactgaacacatatac-3' (IB^JS^- : 3 8), Xho I: ( 

i 

-fe>*ig) 5 , -caatgaactctctagagagg'ctggagtcactaaagagttacctgg-3 , (I2#l#-^- : 
3 9 ), (T >f~tr >-^tH) 5' -ccaggtaactctttagtgactccagcctctctagagagttcattg' 

-3' (ie^s^-: 4 0 ) n ^tzmmmmmxizm?-?^: (-t>xm) s'-gtgaaagt 

tcatccaccgatcggctcactcgaggccacacccaaceccaccg-3' (M&iWr^r : 4 1), (T>9~ 
5' -cggtggggttgggtgtggcctcgagtgagc6gatcggtggatgaactttcac-3 ,, (6H 
■?U#*I : 4 2,), P-MfMi : (-fe 5' -cttagggtgaaagaaatttcagctagcacggcgcaa 
tggcagatatc-3' : 4 3 ), (T>^-fe>;*|g) 5' -gatatctgccattgcgccg 

tgctagctgaaatttctttcaccctaag-3' (iE#J#-Sf : 4 4 ) N M-F^ : (-k>XM) 5'-c 
ttagggataaagtcccttgtgcgcgcttggttgcaaaactctcccc-3' (MfQWr^r : 4 5 ), (~7Z/ 
?-±>7>M) 5' -ggggagagttttgcaaccaagcgcgcacaagggactttatccctaag-3' (SH^'J# 
# : 4 6), ,F-HNFe3 : (-tr>^M) 5' -ggtcgcgcggtactttagtcgacacctcaaacaagcaca 
gatcatgg-3* (m&m^r : 4 7 ), (T >^-b>^M) 5' -ccatgatctgtgcttgtttgag 
gtgtcgactaaagtaccgcgcgacc-3' (@B^'J#-^ : 4 8 ), HN-Lf^ : (-fe>*tg) S'-ccq? 
agggtgaatgggaagggccggccaggtcatggatgggcaggagtcc-3' (IB^IH^- : 4 9), (7^> 
^-te >^iH) 5' -ggactcctgcccatccatgacctggccggcccttcccattcaccctggg-3' (IB^'J 
5 0) &*tl?tl-&J&LB.Jfolzm^tzo mXWi, *MtMDMK*±Mm 

2) ©i^ (-b>Xi) 5'-ggccgcttaattaacggtttaaacgcgcgccaacagtgttgataa 
gaaaaacttagggtgaaagttcatcac-3' (I2#J#-^ : 5 1 ), (T>^-fe>^M) 5'-ggc 
cgtgatgaactttcaccctaagtttttcttatcaacactgttggcgcgcgtttaaaccgttaattaagc-3 , 
(M^m^r : 5 2) ^ft^n©-£fiS;DNA£ U >^<fb U 85°C 2£\ 65 

°C 15#> 37°C 15£\ 15frX'T-— V SeV cDNA^Ia^jitfo £>S 
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1. (a) if vm^-l KX<D'P%:< h&^-DQ^y^u— -yfy/i&M 

rna n 43 <fc v ( b ) m. ( ^ ) is— #mRrtAc «fc. »3 n — k «* n.s s ®mtzm&t & * 

3 . (-) m-*wmkifi-k>#''( ^'f^•^:^*t^^ 1**142 £g2 

4. (-) ^-#g(RNA#, £££^3&ge : ?£3--h*bTV^ 11*31 lip 6 
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355 

pSeV18 + b(+) 
NGF/SeV/ A F-GFP 




NGF/SeV/AF 



NGF7^-f^— (NGF-N~NGF-C) 



1. V— 

2. NGF/SeV/AF 

3. NGF/SeV/AF-GFP 

4. pSeV18+b<+> 
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1000 




♦ 



10 

NGFfi£ (ng/mL) 



30 GFP/SeV NGF/SeV NGF/SeV/dF NGF/SeV/dF 
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65 kD 



f-- 



1: LLCMK2/Ad(moi=T) 
2:LLCMK2/F/Ad(moi=0) 
3:LLCMK2/F/Ad(moM ) 
4:LLCMK2^F/Ad(moh3) 
5.LLCMK 2f F/Ad(moi= 1 0) 
6: LLCMK 2f F/Ad(moi= 30 ) 
7:LLCMK2^F/Ad(moh1 00) 
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1 : LLC-MK2/Ad-Cre(Negative Control ) 

2 : LLC-MK2/F/Ad^Cre/P0 

3 : LLC-MK2/F/Ad-<:re/Fl 

4 : LLC-MK2/F/Ad-Cre/P2 

5 : LLC-MK2/F/Ad-<;re/l > 3 

6 : LLC-MK2/F/Ad-Cre/P4 

7 : LLC-MK2/F/Ad-Crc/I > 5 

8 : LLC-MK2/F/Ad-Cre/I>6 

9 : LLC-MK2/F/Ad-Cre/P7 
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SEQUENCE Li STING. 

<110> DNAVEC Research Inc. 
<120> RNP derived from paramyxoviruses , ' 

i ( • 

<130> D3-102PCT 

i * 

<140> 
<141> 

'i 

<150> JP 1999-200740 
<151> 1999-05-18 

<160> 52 

i 

<170> Patent In Ver. 2.0 

<210> 1 
<211> 18 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Sequence 



PCT/JPOO/03194 
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. ♦ 



<400> 1 



atgcatgccg gcagatga 



18 



<210> 2 



<211> 18 



<212> DNA 



<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: Artificially 



<210> 3 
<211> 42 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 



Synthesized Primer Sequence 



<400> 2 



gttgagtact gcaagagc 



18 



<400> 3 
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'• ■ 

tttgccggca tgcatgtttc ccaaggggag agttttgcaa cc . 42 

<210> 4 
<211> 18 

<212> DNA , '. 

<213>. Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

' • • 'i 

<400> 4 

atgcatgccg gcagatga 18 

<210> 5 

<211> 21 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 5 

tgggtgaatg agagaatcag c 21 
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I 

<210> -6 '". 
<211> 30 

t 

<212> DNA 

<213> Artificial Sequence ' 

• * i 

<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 6 • 
atgcatatgg tgatgcggtt ttggcagtac 

<210> 7 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 7 

tgccggctat tattacttgt acagctcgtc 

<210> 8 
<211> 21 
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i 

<212> DNA . ' • 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: 'Artificially 
, Synthesized Primer Sequence 

<400> 8 

atcagagacc tgcgacaatg c 21 

<210> 9 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 9 

aagtcgtgct gcttcatgtg g 21 

<210> 10 
<211> 25 
<212> DNA 

<213> Artificial Sequence 



t 
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.t ; « 

<220> 

<223> Description of, Artificial Sequence: Artificially 

Synthesized Primer Sequeijce 

i • * • • 

<400> 10 , 
acaaccacta cctgagcacc cagtc 

<210> 11 . ' , • • 

<211> 21 ■ "•■ . ■ 

' i 

<212> DNA 

i . ..." 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
1 Synthesized Primer Sequence , 

<400> 11 

gcctaacaca tccagagatc g 

<210> 12 
<211> 20 
<212> DNA 

<213> Artificial Sequence 



<220> 
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i I 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 12 

acattcatga gtcagctcgc , 1 20 

<210> 13 
<211> 21 
<212> DNA 

■ f 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 

<400> 13 

atcagagacc tgcgacaatg c 21 

<210> 14 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 
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• • . . I • ■ . 

• . ■ . ' , • , 

<400> 14 

aagtcgtgct gcttcatgtg g .21 

<210> 15. ' ■ 
<211> 23 
<212> DNA . . 

<213> Artificial Sequence , 

<220> ., 
<223> Description of Artificial Sequence; Artificially 
Synthesized Primer Sequence 

<400> 15 

gaaaaactta gggataaagt ccc 23 

\ 

■ .' ' • * 

<210> 16 
<211> 19 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: Artificially 
Synthesized Primer Sequence 



<400> 16 
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gttatctccg ggatggtgc ■ . 19 

<210> 17 

<211> 45 

<212> DNA , 1 

<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

i . , • 

' <400> 17 

gcgcggccgc cgtacggtgg caaccatgtc gtttactttg accaa 45 

<210> 18 
<211> 80 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 18 

gcgcggccgc gatgaacttt caccctaagt ttttcttact acggcgtacg ctattacttc 60 
tgacaccaga ccaactggta 80 
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<210>. 19 
<211> 41 
<212> DMA", " 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence ■ "■■ , 

.••••) 

<400> 19 

ccaccgacca cacccagcgg ccgcgacagc cacggcttcg g 41 

♦ 

<210> 20 
<211> 41 
<212> DNA 

♦ • 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 20 

ccgaagccgt ggctgtcgcg gccgctgggt gtggtcggtg g 41 



<210> 21 
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l 

<211> 40 

<212> DNA . 
<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 21 

gaaatttcac ctaagcggcc gcaatggcag atatctatag 40 

» ■ • • 

<210> 22 ' 
<211> 40 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 22 

ctatagatat ctgccattgc ggccgcttag gtgaaatttc 40 



<210> 23 
<211> 43 
<212> DNA 
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( ' ' ' i . 

1 ' ' * 

I 

<213> Artificial Sequence , 

• • i 

<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 23 ' ' 

gggataaagt cccttgcggc cgcttggttg caaaactptc ccc 1 43 

<210> 24 ; , 

'(•••' 

<211> 43 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223>' Description of Artificial Sequence:' artificially 
synthesized sequence 

<400> 24 

ggggagagtt ttgcaaccaa gcggccgcaa gggactttat ccc 43 

<210> 25 
<211> 47 
<212> DNA 

<213> Artificial Sequence 
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i 

1 

<220> ' . 

<223> Description of Artificial Sequence: artificially . 
synthesized sequence 

<400> 25 , 1 

ggtcgcgcgg tactttagcg gccgcctcaa acaagcacag atcatgg 

<210> 26 
<211> 47 
<212> DNA 

'i 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 26 

ccatgatctg tgcttgtttg aggcggccgc taaagtaccg cgcgacc 

<210> 27 
<211> 44 
<212> DNA 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: artificially 
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synthesized sequence 

. t ; « 

i 

<400> 27 

cctgcccatc catgacctag cggccgcttc ccattcaccc tggg 44 

i 

<210> 28 , 
<211> 44 ' 
<212> DNA 

<213> Artificial Sequence . , 

•t 

<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 28 

cccagggtga atgggaagcg gccgctaggt catggatggg cagg 44 

<210> 29 
<211> 40 
<212> DNA 

<213> Artificial Sequence 



<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 
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1 » 
1 

<400> 29 

gcggcgcgcc atgctgctgc tgctgctgct gctgggcctg • . 40 
<210> 30 

<211> 40 ; ' 

<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 30 

gcggcgcgcc cttatcatgt ctgctcgaag cggccggccg 40 

<210> 31 
<211> 74 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 



<400> 31 

gcggccgcgt ttaaacggcg cgccatttaa atccgtagta agaaaaactt agggtgaaag 60 



WO 00/70055 PCT/JP00/03194 
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ttcatcgcgg ccgc, , 74' 

• ; • i 

<210> 32 
<211> 74 ", 
<212> DNA 1 ' 

<213> Artificial Sequence , 

' • i 

<220> .,, 

<223> Description of Artificial Sequence: artificially 

synthesized sequence 

<400> 32 

gcggccgcga tgaactttca ccctaagttt ttcttactac ggatttaaat ggcgcgccgt 60 
ttaaacgcgg ccgc 74 

<210> 33 
<211> 48 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 



<400> 33 

acttgcggcc gccaaagttc agtaatgtcc atgttgttct acactctg 



48 
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! I 

• » 

<210> 34 , 
<211> 72 
<212> DNA 

<213> Artificial Sequence ., /. 

t , * • 

<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

1 ■ - *t • 

<400> 34 

atccgcggcc gcgatgaact ttcaccctaa gtttttctta ctacggtcag cctcttcttg 60 
tagccttcct gc 72 

<210> 35 
<211> 40 

<212> DNA 1 
<213> Artificial Sequence 

<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 



<400> 35 

ggagaagtct caacaccgtc cacccaagat aatcgatcag 



40 



r , 

i 
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t ' 1 

'•..>'•' • 
i 

<210> 36 'h . 

<211> .40 
<212>. DNA 

<213> Artificial Sequence 

<220> , 
<223> Description of Artificial Sequence: artificially 
< v: synthesized sequence • 

<400> 36 

ctgatcgatt atcttgggtg gacggtgttg agacttctcc 40 

<210> 37 
<211> 38 
<212> DNA 

<213> 'Artificial Sequence , 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 37 

gtatatgtgt tcagttgagc ttgctgtcgg tctaaggc 38 



<210> 38 
<2U> 38 
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• l 

I- 

<212> DNA 

<213> Artificial Sequence , 
<220> 

<223> Description of Artificial Sequence: 'artificially 
, synthesized sequence 

<400> 38 

gccttagacc gacagcaagc tcaactgaac acatatac 38 

<210> 39 ' 
<211> 45 
<212> DNA 

<213> Artificial Sequence 

i 

<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 39 

caatgaactc tctagagagg ctggagtcac taaagagtta cctgg 45 

<210> 40 
<211> 45 
<212> DNA 

<213> Artificial Sequence 
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i 

' ' ' ' ' . ' ' ' • ' 

; • 

<220> . 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 40 , 
ccaggtaact ctttagtgac tccagcctct ctagagagtt cattg 45 

<210> 41 ■ 
<211> 52 ■ 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
'synthesized sequence 

<400> 41 

gtgaaagttc atccaccgat cggctcactc gaggccacac ccaaccccac eg 52 

<210> 42 
<211> 52 
<212> DNA 

<213> Artificial Sequence 



<220> 
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1 * 

<223> Description of Artificial Sequence: artificially 
synthesized sequence , 

<400> 42 

cggtggggtt gggtgtggcctcgagtgagc cgatcggtgg atgaactttc ac ; 52 

t 1 > 

<210> 43 
<211> 47 
<212> DNA 

<213> Artificial Sequence 

" • *' - 

i . , • ■ ■ 

< ■ 

<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 43 

cttagggtga aagaaatttc agctagcacg gcgcaatggc agatatc '47 

<210> 44 
<211> 47 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 
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22/25 




<400> 44 

gatatctgcc attgcgccgt gctagctgaa atttctttca ccctaag 47 

<210> 45 ' , 

<211> 47 

<212> DNA . 

<213> Artificial Sequence 

<220> ■• . • 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 45 

cttagggata aagtcccttg tgcgcgcttg gttgcaaaac tctcccc 47 

<210> 46 
<211> 47 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 



<400> 46 
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ggggagagtt ttgcaaccaa gegcgcacaa gggactttat ccctaag 47 

<210> 47 

<211> 47 

<212> DNA , ' 

<213> Artificial Sequence . 

<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

' ' ■ 'r ■ - .. . 

<400> 47 

ggtcgcgcgg tactttagtc gacacctcaa acaagcacag atcatgg 47 

<210> 48 
<211> 47 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 



<400> 48 

ccatgatctg tgcttgtttg aggtgtcgac taaagtaccg cgcgacc 



47 
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<210> 49 

<211> 49 . 

<212> DNA ' 

<213> Artificial Sequence 

.i " . 

■ ' ' 1 

1 ' l 

<220> ' ' 
<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 49 , ■ • 

cccagggtga atgggaaggg ccggccaggt catggatggg caggagtcc 49 

<210> 50 
<211> 49 
<212> DNA 

<213> Artificial Sequence 
<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 

<400> 50 

ggactcctgc ccatccatga cctggccggc ccttcccatt caccctggg 49 



<210> 51 
<211> 72 
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<212> DNA 

<213> Artificial Sequence , 
<220> 

<223> Description of Artificial Sequence: 'artificially 
, synthesized sequence 

<400> 51 

ggccgcttaa ttaacggttt aaacgcgcgc caacagtgtt gataagaaaa acttagggtg 60 
aaagttcatc ac 72 

<210> 52 
<211> 72 
<212> DNA 

i ■ 

<213> Artificial Sequence 

i ■ 

<220> 

<223> Description of Artificial Sequence: artificially 
synthesized sequence 



<400> 52 

ggccgtgatg aactttcacc ctaagttttt cttatcaaca ctgttggcgc gcgtttaaac 60 
cgttaattaa gc 72 
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